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m m m 

5 &ffittm 

#*%nM&W>} WWB-fr lb K (Parathyroid hormone related Pep 
tide (PTHrP) ) £ ^(D^W £ ©«g^ £ KB*"* S^St % m®J$tt t Ut^ft 

10 jtmifefl? 

) ^if*^^nTv>€». ^ti^co^;i/ ; e>©^^c c t^>^-M^^t.»]^n'rv^ <) 

20 ;M±) . 

: £fifc*Jg. frlil'>, □ Mstn. 

rate : am. mm^s 

HHM^IBiSJ: ItifmtMVril^^ H (PTHrP: Parathyroi 
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d hormone-related Peptide)*^ btl~C\t^&. & PTHrPK X 

5 tXT^S, 

^ > rasi^ y k £ -t <d%®{* t * ia*-r s m k c j: y , ^ y y i/ > 
»ss^y^^->y»jK©<gT^jesi-*^)K*^#u»sc t^Biiju. * 

15 m&wm-z&z. ±tmm£Lxi^ mw^m^^>mm^^^^i^^M 

##J-e&S 0 /<y yi/-»»jSF©<STi: fc©*^tf bti* J* 

v7'uis>mm<Di&Tiz&mTzm#;£LTi^ &m&. jk*^, 
25 ^HjcD^#^j(i, itmon&mm&Tf!&*m*&m-t&z£frb* mot. rm, 
(d e& m ( ^ t * a -e & § . 

*^6BJ(i, IJ¥:fcU$*>fl' : E> 11831^ H (Parathyroid hormone related P 
eptide : PTHrP) £^<D&m<* (PTHrPggflO i: (Dfe^ * fflWT SffclSI tMsfofc 
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5 *g8jBH*tfT- TPTHrPg^^j £ & s 0j A (^^^6-506598-^^^^ 12© $ *l 

* PTHrP^^#:^S % W*> & t \ 

rPTHrPfcPTHrP3ti^fc©lS^fc|B«rSft«J 2: tt, PTHrP 
SCfcCfcU, PTHrP^PTHrP^^t^i-SC t^Ra^-rs^M (MAfcftaPT 

10 HrPffiflO, J: tfPTHrP^ft: (I^fS C £lz& PTHrP^TTHrP^ffciijjg 

(«!IA«PTHrPft«ft:tC»-rST>^^^ K (PTHrP 
T>* J-X h h %\^o) ) (D^-?ftfr-X5llZffij3 PTHrP 
TV^u^X h ltd PTHrP^y^ K©^&< £ & — Otf>7? -/ 
# £ U % <D ^PTH rP^ ^ H (D®ftmm & if If h . 

15 ffiPTHrPtattfcUTfcfc, fiW^tfn r£Kbift#, k Ma# (W096/33735-^^fg) 
Xf±3r;*7ifi;# (^Hi¥4-228089-t&$g) !5:^05t#0SA\ M^V K-v#2 
3-57-137-1(1 J; oTjg££;ft SJa#: (#23-57-137-lM#0 & *f****lfP>*l*. & 

V\ PTHrP7>#rf^ hfc Utli, ^U^y^-KXttiB^J&if^jPtf 

20 f>*T,5a>\ Ctlf>tlK^$tiSt;0t?ttJScv\ ^J^IiPTHrPtr^f LTJSM^iwPTH 
rP£§#K*g#"t$&|«£ It, #^¥7-165790-^-^^, 9^¥5-509098-5|-^$g 
XtiPeptides (UNITED STATES) 1995, 16 (6) 1031-1037, Biochemistry (UNIT 
ED STATES) Apr. 281992, 31 (16) 4026-4033 £ lB«£CDPTHrP7 if— 7. b fgfe 

25 &< tt 11075 smtfx^ mm. mu. wxztifztfv*??- mot 

p^©PTHrP7V* n*-* hStt**-rSt.©t;*^93©PTHrPT>^ rf^* M~ 

*0j^»d ^m^M^itcDa^T'^^a^si^i^ttiEi^ i 1 - 1 8 9 3 2 2 
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#fgHJT'(i, rPTHrPfcPTHrPSSttfcOilg'&fclSiF-ra&lKj ^LTtaPTHrP 
1 . MPTHrPJa^ 

5 t,©-c**m*» ^(D*^. mm (t;^n-t;k #d^d— fcitfM 

£P^-5 t,©*Ct±&V\ 

lit; zu--}-)ViXW-h im;fc*iT't6. #f8^TH£ffl$naffiPTHrPffi 

3.©tft^iiPTHrPi:j(g-&"rSwi:tC<k 0, PTHrPj&*PTH/PTHrPg&#:l::*g 
£ ■* S tf> % ffl. ^ U T PTH rP (O i/ >f & M £ St &X U , PTHrP©£fe|^fi9?gte£|fiiF 
-f § S. 

15 M^'J K-^^n->#23-57-137-ni«kU^^$ 

n5 #23-57-137- ltMfctfastf&ns. 

/^"fV H — V 9 D — ># 23-57-137-1 fi, mouse-mouse hybridoma 
#23-57-137-1 £UT, IlftfKMl^HWM (B#Hi£i$mo 
<lif«lTS 1#3#) ¥)S8¥8^ 1 5BC FERM BP-5631 2: LXZf 

2. mfcm*£^7v h-v 

£-f\ ffi#&*§£>^r1^JlC*: Itfffi^ni) t bPTHrPS:, Suva, L. J. et a 
1., Science (1987) 237, 89311^ $ ftfcPTHrPfcfe^/T ^ ^ i*@2?'J £ f|3& 
-T6 w fctC«koT^S. -T^^>*>. PTHrP«: 3— h'-tSatfe^K^lfe^©^ 
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ftC, Z<DmMPTHr?2>^?M*®ftmmtLXm^Z. PTHrP© 
N^S^cD34f@©^y^ kk-^t, ffc^j&KJ: »jfMSl-sc: t fet?*, :M 

ift»^(c«ffli-«*iffljBfc©ai#tt%#*LTa^i-s©*i#*L<, -mi: 

0ftfr>ti£ o ft^^Cfi, ^tfFffiJl £PBS (Phosphate-Buffered Saline) ^£ 
A«7D-f >h^T^*^^>h*aiSig^L, JUfc'fc, Bf?LIjj^C4-21B^(c 

20 ffl^£ c rcD^JiD-THBJ^^ ^»©«>*©|BJIS«c, P3 (P3x63Ag8.6 

53) (J. Immnol. (1979) 123, 1548-1550) , P3x63Ag8U. 1 (Current Topics i 
n Microbiology and Immunology (1978) 81, 1-7) . NS-1 (Kohler.G. and Mi 
lstein, C. Eur. J. Immunol. (1976) 6, 511-519) , MPC-11 (Margulies. D. 
H.et al., Cell (1976) 8, 405-415) % SP2/0 (Shulman, M. et al., Nature 

25 (19 78) 2 76 , 269-270) , F0 (de St. Groth, S. F. et al., J. Immunol. Me 
thods (1980) 35, 1-21) , S194 (Trowbridge, I. S. J. Exp. Med. (1978) 1 
48, 313-323) , R210 (Galfre, G. et al., Nature (1979) 277, 131-133) m 
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^ ;V^-r-f > bOlife (Kohler. G. and Milstein, C. , Methods Enzymo 
1. (1981) 73, 3-46) bTtf o Z. t ^tt 

5 (PEG) , ^-r;l/7> (HVJ) ^F^ffl^n, ICMC J: Uife£r2&^£^ 

^c:ffli^iga$c£ Itlt m^P-v*«4*©^MK$?jl&RPMl 

io i640i%mm, mummm. t<D{^ z(Dmomm%mizm ^bfrzmnoigmw 
tM&mvimx&v. z biz. ^^mi (fcs) m(Dikmm&*<#m-fzz£t> 

M^U ^<fe37 0 cejg(lia^L/tPEG^ (^t£¥i^#?ai000-6000gg) £ 

15 51^30-60% (w/v) (Dmmr*muo. m^^^ztiz^-oxmrnt-t^mi^mm 

20 $i& ( t: y-r y >fc «k # ^ *$&i&mm) xmm-r 
scaci'Ji^^ns. ±faHAT«*«L-e©«fiiti, iwttsM^'JK- 
^^©«mi!a (^tt^iieia) ^itsow^^ «b~»>iisi) 

-?v k— vco t.^ y -->^fc e k0#-^D-->^^ : rT^. 

25 £/c. k hM^cDi»KffiI|C£ft5gUT±lLVW 7V K-V^^SffeC, b 
yW*J$fcin vitroT'PTHrPC^U Jgft^; h **©;!<^#g{#65: 

^iSCtt-t'tS (ft&¥l-59878#&||#!8) . 3£>£, b hjftfriife^cD 
£Tcd w*- h y — h7>^'i^y ^lij^twJn;m:^6PTHrP%i£# 
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t: hifLftzmnLTt <tv^ m^mm^o 94/25585 ^&m. wo 93/12227 

-Jf&fg, WO 92/03918 WO 94/02602^#^$g#^) e 

3 . *a&*£!lft# 

15 *&ffi*m^xm&2i+fcm.&A.M(D$(D*m^&ZL£i>*X-%& {mZ.lt. Vand 
amme, A. M. et al., Eur. J. Biochem. (1990) 192, 767-775, 1990#fi8) 
Uttfl&Cfc, StPTHrPtt#«:jg^i-ft/^^U K-V*>f>, MPTHrPj/ift:© rI ^ 
(V) 3- K-t6mRNA£i}i$£-t5. mRNACD^Ufi, 4>ftJ<D;£r?£, 

^'7 — $>>fi3ft&ffi (Chirgwin, J. M. et al., Biochemistry (1979) 18, 52 
20 94-5299) , AGPC& (Choraczynski , P.et al., Anal. Biochem. (1987) 162, 15 
6-159) *j^±yff-pT±RNAfcH»U mRNA Purification Kit (Pharmacia 
fi) ^£ftJBUTBl$©mRNA£S38i-fr-5. £/c, QuickPrep mRNA Purificatio 
n Kit (Pharmacia^) £ ffi l^S d t (I «fc »J mRNA£ g^lMf § - t i)*T* # £ . 
t# <b *l/cmRNA*> ?> i£$^S£ffi % ffl ^TM# V^£©cDNA % . cDNA<D-£ 

25 0c(i, AMV Reverse Transcriptase First-strand cDNA Synthesis Kit (£>ffc 
^XHmtO ^fc^TfT?. £/c, cDNA©^«J:tfJ|Hi*fif^(i^ 5 « - Amp 
li FINDER RACE Kit (Clontech^) *J«fc tfPCRfc JB^fcS' -RACE& (Frohman, M. 
A. et al., Proc. Natl. Acad. Sci. USA (1988) 85, 8998-9002, Belyavsky, 
A. et al., Nucleic Acids Res. (1989) 17, 2919-2932) f 
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UTfS^^^^^-^litS. fit, @tfj£-t3DNACDi£^IB?'J££: 
B«Ii: , t'&StPTHrPtrt#©V«i*«:D-Kf*DNA«:»/c©*>, Cft£, Bri© 

*J&Jt*K&£-t*"Cfc J:V^ (WO 94/11523 -^&*|#JBD . 

b^>^^^-^^^^r^^ffl^ T ^ iVN (Ebert, K.M. e 
25 t al., Bio/Technology (1994) 12, 699-702) . 
4. 

mt (Humanized) Zftb<D&&&i<*lZ* fiTF©j&?SfcJB^ 
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5 thSWlt Mf$; (reshaped) M hia# £ tffiZti^ ZftlZ^ b hJ^ 
(Dmitm. m^lt^^7.mi^(Dmm^^mm (CDR; complementarity dete 
rmining region) £ M h ffi#<DffiM'f£&^M^*£*t L /c £ (DT*$> U , -£<D- 
ttW&»fc?*a»*#ft*,fce>nTi** (l$fflttttfflB&BB#-9EP 125023^& 
WO 96/02576 . 

10 ft#fl9fcfcfc, V7.XM#<DCDR£:h ha#©7 1/-A7-^«* (framework 
region ; FR) £: «k ? fcKtfL&DNAffi?!!*:, CDRX tfFRW#©5Mffii* 

15 LM^^ItCiUbhlM^IISCt^^S (EP 239400#^^, 
W0 96/02576 . 

20 tta^U-Ay-^MfcOT^IIfeMlUTfcJ:^ (Sato, K. et al., Cance 
r Res. (1993) 53, 851-856) . 

«H«T-tt, Cyl, Cy2, Cy3, Cy4i LifliC/c, CU^It 
25 *Ci«B««iLTtJ:i\ 

9 
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##§0JCH£JB-O£6 t hSHtffittfc UTlifc hSUb#23-57-137-lffi#**3Mf <b 
t h^^k#23-57-137-lin^(i, ^^^**0#23-57-l37-ltftflc©*gffi1t?* 
Ll(:-9^tlit htrL#HSU03868 (GEN-BANK, DeftosM<b, Scand. 
5 J. Immunol., 39, 95-103, 1994) &*<D 3 ocDFRBfrjt (FR1, FR2*5 =fc tfFR3) 
MtfCfc b!a^S25755 (NBRF-PDB) S^OFRHr* (FR4) K3I#£ U t> U , 

HgHlOWTtit: h#[#S31679 (NBRF-PDB, Cuisinier AM h , Eur. J. Immuno 
1., 23, 110-118, 1993) ©7P-A7-^i^i:l^l, tall^^^tt^ 
■5 J: -5 H 7 V - A «7 - 7 ^ CD 7 5. J fflb S * - S $ U fc =fe> © T* * £ . 
10 b hM^#23-57-137-lJa^©L||*/c(iHfl?:D-Ki-SDNA^tr^y 

o<(IM1T@ 1#34§) iz s ¥f&8*8R 1 5BttT% □ - SDN 

A%^0^7^5 H%^i"S^:JS®-C*>SEscherichia coli JM109 ( hMBClHcDN 
A/pUC19 ) COV^T (iFERM BP-5629*: UT, L§5: 3 - SDNA£ ^ 1?;/ =7 7 
15 ^ K£*-tS*B§M"ei&3 Escherichia coli JM109 ( hMBClLq^. /pUC19) Co 
^TtiFERM BP-5630£:LT, h*»C«^*B»*K* tlT^*. 

5. mve-mmm 

*mw-c{%mznz>mfoi$. PTHrPc^u ?mr?<D%i&*mm-f s^f'J, 

t J t^©gf)t3Z.{i j e©^tll'tlt**o-C<kv\ 0g&£, m^^^fK^ Itll Fab, F 
20 (ab')2, Fv, ^/c(iH||^l/<(iLfI©Fv%M^^'; V^-T^^^i±/cS/>^ 

>fv (scfv) a^tf^ns. JM^cti, mfczmm. i^t^w>, 

•tire ($J*-(£. Co, M.S. et al., J. Immunol. (1994) 152, 2968-2976. Bett 
25 er, M. & Horwitz, A. H. Methods in Enzymology (1989) 178, 476-496, Aca 
demic Press, Inc., Plueckthun, A. & Skerra, A. Methods in Enzymology 
(1989) 178, 476-496, Academic Press, Inc., Lamoyi, E. , Methods in Enz 
ymology (1989) 121, 652-663, Rousseaux, J. et al., Methods in Enzymolo 
gy (1989) 121, 663-669, Bird.R. E. et al., TIBTECH (1991) 9, 132-137# 
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m) . 

/i* UTiI#££ *l£ (Huston, J. S. et al., Proc. Natl. Acad. Sci. U.S.A. 
5 (1988) 85, 5879-5883) . scFv(Ifctt6HgiV^fc i tfL&V^fcfc, £38111]* 

scFv% n— K-T 6 DNAti. tuHBia^cDHil^/cttHflVMl^^ n- K-T-5DNA, *J 
10 «ktfL^*/c(iL0V«J««:Zi— b"rSDNA<D-5*>, ^n*b CDI2?U<£> O <D±$H5Ll$ 

15 £/c, — .ascFvfc u- Ki-SDNA*^^$^l<5 fc, f^f>^^ttSM^^ 

-n?>!/tflc©»fjt^ mmtmmizLx^cDmfcTzmmomm-z^, m±iz 

ffifa(D{&ffi!®}£LX. #V 3L^U>?V n-Jl> (PEG) 
/cmPTHrPta^^^ffl-r^C il^T-t^. ^fgBJiKfcttS rffiffcj Kl£C*l<b© 
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^^la^yp^e — # — /xw\ — ( human cytomegalovirus immediate ea 
rly promoter/enhancer) £Ptf -5 £ £ **T*t €>. 

T>^^^7,40 (SV 40) ^©^-r>>l/^7 P D^-^-/x>/N>-9— , £>5t>J£ 
hhXD>^> 3 >77^^-la (HEFla) & t'CDUff %mMM&%:<D ZfU ^ 

10 SV 407 r D^-;5?-/xV/N>it- •*ftffii-6®^{iMulligant>0^ (Natu 
re (1979) 277, 108) (I J; U , HEF1 a 7 D ^ — / X >/n >+r- £ & 

ffii"-5^i'^(iMizushima^©^'^ (Nucleic Acids Res. (1990) 18, 5322) IZ J: 

u, mmizmfeTmrnzftozntfT^z. 
15 mMmm^^^mi^m^^mmmizm^^^xmmm^^m^^^zii 

ynt-^-tltli, ^JxfilaczyD^E-^-, araB^O^B-*- 
fc^MfSdfc lacz^P^-^-^^ffi-TS^IiWardibflD^ (Natu 

re (1098) 341, 544-546 ; FASEB J. (1992) 6, 2422-2427) iZ&t)^ &£<W£a 
raB^D^E-^-Jfeffiffi-rs^^Betterf,®^ (Science (1988) 240, 1041 

20 -1043) Ciuim:^^t5 0 

tfi^^motzltXD^^i-JVWi^t lilt ^HO^'J ^7XACi4$tS 
*§£\ pelB->^'-^-;i/g2^!j (Lei, S. P. et al J. Bacteriol. (1987) 169, 437 
9 ) fcffi/B"t*i#J:v\ fit, ^^XAlzm^titz^i^^mLtzW:. 

tKfc(Dm&*mwizm.frmi,T (refold) 

25 MMtltli, sv 40, #y ^-v^-r^*, 7fy)-f;^ tf 

•j3^Kh7V77x7-t' (APH) tf (TK) atfc^, 

*J^®^>^>^7 — >*X*'J #S/JV h7>*y x^— tf (Ecogpt) 

12 
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V\l Kn£B&7c|Mi (dhfr) mfc^mifSttZ t **T* § S 0 

$?£L<f£, Pi?L^*fflfl§, 0!l*tfCH<K COS, ^ x 

D-v, BHK, Vero, HeLa^ffl^cfT*^^ *l£ 0 

10 kLT, DMEM, MEM, RPMI1640, lVDH*mm-?ZZ * ^S&JlJfilJt (FCS) 

£UT, Hyper D, P0R0S, Sepharose F. F. (Pharmacia^) # <b *l -5 . 

©fife, »*©*W<*KT?ttffl3ftT^S4Hl, »»36Tife%«ffl-rn««J:<, fa 

20 -tfSCfcKckU, mmirZZtWZ& (AntibodiesA Laborator 

y Manual. Ed Harlow, David Lane, Cold Spring Harbor Laboratory, 1988) 
8. ffitt-CDfefeomm 
##PJT*<£/B£ ft&tfite(Dtfim%£'&m& (Antibodies A Laboratory Manual. 
Ed Harlow, David Lane, Cold Spring Harbor Laboratory, 1988) , V Jj> 
25 FU-tZfft-tiSSmmm®. (Harada, A. et al. , International Immunology (1 
993) 5, 681-690) OfflfelZ (£&fcl<7)3Mg $r^ffi1"€> Z £ a*T* £ £ . 

*»w^«ffl*n*ttrarm#©tta(«s*sttt«3e-r<5sr»i: it, elisa 

(MM^ftftfMS) , EIA (*ft&ttn£tt) . ria (tttfftftMS) 

13 
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PTHrP (1-34) £ r-f ^Ife^-M:. ffiPTHrPflttt #J 

S4^%H?tS:i*^t5. W$i8:#*l^ -@Cot(*:Blkg*fc»J0.0 
Olmg *>&1000mg©*&HT'&fc£*l<&. *6t/M£» <g#&/cU0.01~100000mg/bod 
y, #£U<(£0. l~10000mg/body, $ t> izlfrt. U < tiO. 5~ lOOOmg/body, Z blZ 
$?£L< (il~100mg/body©^#a^51^- L^U&***b> 

14 
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5 $sj&Hb"f £> i: #*T* £ (Remington's Pharmaceutical Science, latest editio 
n, Mark Publishing Company, Easton, ^S) , g^lftdjrF^ £ JSifc^^in 
£ * C t»»t (O X o T £ J: V \ 

io -;ht:'j?- #;i/,i<3r->p< ^^-tr^n — h»j ^a, ^yr^'J^ith'j 
th'Jf A, p« ^;i/-tr;i/D— ^, :n^;n?;H3 — 7., =¥-9- A. 

15 xfT'Jvt, t M?t7;^5> (hsa) , vv^h-;K v;n^'b-;K 7 

mi%<Dmimyaiz. *mM&mffl<Dfflmizfokx±m(D*frhm&xx.&m&m 
&&t>i±xmi£nz>j)K znhizm%.-rz&(Dxi£tf:\,\ ma&, mmmmmt 

20 ^Wmmmm^mML. Ztlizm.mm±m. $J>U;frween80, Tween 20, -fe*^ 

mmm^mmnm^^mmt-r^tzibizm^mLtz^cDx^^x^ £ <, ^ 

25 

EI 1 i^#;l/->? AJta5E^5=Vl/^ y hiliSI-tSt hIHb*aPTHrPiftffc(7)ifiLt£ 

y y I- >mm k n-t z> mwums^ * ^-rm x & & . 

E12te, ^ Arfa^-rOi/^ y h k hM{bJaPTHrPm^©^» 

15 
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IH4 (±i^#;l^>? Ajfii^^x^^ y hCfcltdt: blMbffiPTHrPfitfreDjfiiiitit 
10 [gUfeflJl] iS^^^^AjfiL^^^Hi^T*©^^^ (1) 

(i) mm 

t hM^-^— H?y ^^*t^©^y7>'^^^Al^ll€ ; e•rV^t!J#I^fflv^T, PTHr 
15 (2)56TS* 

^nvwjvot itt h§p*iifflflS5ffiLc-6 ( (an mmm*$:W$ipjT «t uia) 

-t&*3*>, BALB/c-nu/mi* — H7«)7. (B*?UT) fcJBVTin v i vo in T 81^ 
25 IT^§ tl hJffi;Mifl&«LC-6fcJiS{ilU 3 mmfc 7 U y ? izm& < M^timmm 

homm&riz 1 e*&»j ifif^«ifc. 7>nj: vx5mmmms 

44/N Jcl-rnu^-K^y h^fAl (0*^U7) , 1 »Bfl©SlKfc©&6jiJ»(D 

16 
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J]/->V AjfllSE^TOH&ttK-. 3 mg/kgfiDffi*T\ PTHrPC fcff -5 fc: h SHt:^ y ^ 

5 u—j-jufiifotmmcDffim-e (ob> 7b, 140, 210, 280^.^350 @) m 

1/>KD*-M£ V 2.5mg/kg©ffl*Tji2|slCO^Pg-e (0 0, 30, 7 0, 100, 
140, 170, 210, 240, 280, 310, 350^380 1) £ U fc. 

Mffatwii, u vK/^y 7t— ^atA^a* (pbs) £00, 70, 140, 210, 28 

S) &^^m420miTO*IM^MlU EDTA(:iT#|§IU/cMt£ffi Wc. 

15 msa.m<D&m(Dm£. PTHrPizM-r^^hm^^ ^o-^;i/^#&#^T'12izg, 

Tl/> h'D*- h!£-^-C3E % U >g?/^y 7 7 -^SJ^tK (PBS) K#?fT'8 

^ omm. (i, ± ga 15 m iz j; «; itm%. itu^s*^>^A 

20 JfiL^^E-x^lij^C, 3mg/kg©PTHrP(lM-r^b hSa^fb^y ^D— 3U£5 
mg/kgtDT lx>KD*-b£Sf«rtK&^U;'-c. *fM3¥CI£U ^777- 
£3:fei£7j< (PBS)$rM#MF*3(CK#-L/c 0 S#fll30 140 g 

(3)«gm 

# o a «^ =fmm\z # &<£t l ^in tp a v ~? v ->>m& £ &m l tz 

(Ell). Zbiz. \z vmt^J Cn--)-)^m%. mt))Vi/^2>>M.fc*z7)vm%Q 

iz&tfz&fccomtkt&m-r&gbgktfmtbhntz (®2). 

17 
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(Hfite#!i2) m^^z/^^skm^^^wam-ecom^mm. (2) 

(1) @6*J 

b b — ^ — Y=7V Y&fo&<0&*fl'i'V/*&&**r)Vtiim*ft^~C. PTH 

(2) 3fr}£ 

^^^fjitiii UtH KB***fflJi&4SLC-6 ( (it) ^^iJj^^^^f^^J: U^A) 

-t^4o*>, BALB/c-nu/nuJ*— h*T ^ (0#^lxT) fcJB^Tin vivofcTlfrft 
LTV^t hlffi:fcilillfl&*LC-6£«iaJU 3mmftyD>y^CWK^fe'li«l 

44/N Jcl-rnu?- bfcSIAl/ (B*^U7) , 10 0 Ha©IllKb 0^6511*© 

T^s&iNffitwfflWc. ryMi, rtL**^* A^fcJ: lt# 

mff^^ft-r* «fc -5 

±sa^^^T'^^t>*P7>^U/ci^7J^^^Ajfa^^^Si#lC, O.IK 0.33, 

25 1, 3 mg/kg0JBST*, PTHrPC^i" -5 t hSHb^E ^ * D— ^"^fit#«:511lHl©M 
HBT? (OS, 7 0, 140, 21B, 28 0:8.0350 g) ffiMtJ*! *N8U- 
(i, 'JV»/^;7 7-4I*Jfi* (PBS) £0 0, 7 0, 140, 210, 280&t>*3 



18 
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%lis-®(do.\\. 0.33, u 3 mg/kg(D^m^mx^tn^nm, sm. 6 

'J ym^y 7T-*£m&S&* (PBS) ^lft'8E> lE^y h£¥-C7ET- 
5 ±IBfct^S^-ft42B@(lTtf^:«jM^^^JtU, EDTAA 'Jf-a - "/T'lftL^ £ , 

TJSfeCck Off o/c. 
(3) 

Wf'Kitfc (03) . 2£>k, t hSHk^ey ^ a—^-jummt. tojjjwyyA 

15 fctifc (04) . 

[##0IJ 1 ] 

iaPTHrP(l-34) V^T^y ^ D — j-JlfiLfam&^-l 7 0 K-v©fPM 

hPTHrP(l-34)(lM't^ ; ey ^D-^-;i/M^^^^-f K-T #23-57-154 
fci: ##23-57-137-1 ^TOl'JMLfe (Sato, K. et al. , J. Bone Min 
20 er. Res. 8, 849-860, 1993), H hPTHrP(l-34)©7 ^ y 

^75C^-r o 

Utffijflt5/:Al:, PTHrP(l-34) (Peninsula fi) ^t'J7-^ 
W^T'&S-tM P^P^O >fc#>M/,i<:>V ^ h* (Dojinn) feJ8l^Til6#Ufc. 
■9-^D^pyu >fc|g^L/cPTHrP(l-34)fc»;&rU * £ IT 2 rag/ml 

25 t&Z&olzmmLtz^ 7D^Vh7^>f (Difco)fc 1 : 1 "CMl^U 
I ^^>'3 >f^»«, 16EE©llfttBALB/C^^^0#aJ&TXttlKIISrt(Ctttt*/c 
0 100 m g % ll|sl&^ U/c. #Jle|&gEfcfc, 7D^>h^7^>h41V\ 

Mlfc7^77©M *©ffi#:ffiGD$l5tte, £XT Womx-ft -oft. 
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DSUfiLU tfa.mttffi'<£R I Arty 7 7-T*#fRLrt:Jn;jfil*f £ 1251 
«itliPTHrP(l-34)fcig£L. *g£S*l:fci8!l3£U*:. ffi#fl5©±#U/c^ 

U 7 — # £ Jg£ U T V>PTHrP( 1-34) £Sij^ 50 £t g £ 

5 iW30@C7-)7^1SU MR&ffidjft. WMIBII& xn- 
^*ffl8&tfcP3x63Ag8U. 1 £50%#y x^WV^y n -;i/4000£/B V^Si* t- U 

fc. ^#£<D^t£<DES&^*i/c^^/W "/'J K-VfeEIJRU 15%FCS%^ 
frRPMI-1640 igifetCOPI-supplementCSigma) 4 ^iP U /cJgJfellJBiS U 
^ftCTMyj K — V£D#— ^b^^USL/c. PTHrP(l-34)i:<D*S-&tB©3£v^ 
D - > # 23-57-154 ck t>'#23-57- 137-1 ^#/c 0 
15 J^*(7*\) K — V ^ D — >#23-57-137-Ui, mouse-mouse hybridoma #23 

-57-137-1 i: LT, XHft«K^*X*Xlift«W^m ( B < tflff 
$lTHf 3f) ^8¥8H15Bi:, FERM BP-5631 £ IT^^T. 

(#^f#J2 } hPTHrP(l-34)(I^-rS V^^^y ^ p V^i^ 
20 % 3— K1-£DNA£D^ D— — >^ 

t hPTHrP(l-34) CMt6 7 ^t^D — ^;t/frL##23-57-l37-lcD W£$Hi* 
% n — H-TSDNA%^0«l*lLT^ □-■=■> ^U/c. 
(I) mRNACDp^ 

/N-f^y K — "7 #23-57-137-1** bCDmWh*. Quick Prep mRNA Purification Ki 
25 t(Pharmacia Biotechtt) fe/B^TPgiUfc. /W 7 'J K-T #23-57- 137-1 (DM 
m^^Hirtyy r— T^iC^t^'t-fXl, #y bi$tt©*a:£r£ftv\ oligo 
(dT) -Cellulose Spun Column HTmRNAfclijSlU x^y-^l^fcl^o/c. 
m R N AftJM £ "SHirt y 7 7 - l^lfeM U fc. 
(2) "7 7. H V £ n - H -T -5 itte? © cDNA£>ft Mt3 & tfif « 

20 



WO 01/02010 



PCT/JP00/04413 



(i) #23-57- 137- ltrtffcHgiV^cDNACD^ D-- 1/ ? 

t: hPTHrPtc^j-t&^T^y ^D-t;^©HiVf^^ F-f&Mfc 
^CD? D— — >^'(i, 5' -RACE?* (Frohman, M. A. et al., Proc. Natl. Acad. 
Sci. USA, 85, 8998-9002, 1988; Belyavsky, A. et al., Nucleic Acids R 
5 es. 17, 2919-2932, 1989) (I^Utfo/c. 5' -RACE}* \Z (£5' -Amp 1 i FINDER RA 
CE kit (CLONETECHft) £fflv\ *H#t£* y h ^^©^^T(I L ^c^oTtf o 7>c e 
cDNAB-^d^^-T^y^^ ?-)^H|^I^ (CI^) tMyj^ 

^X-T§MHC2y^^ v- (ie^J#^-l) SrfBWc. Sy|B©J:^dUTia^L/craR 
NA&) 2 ix g &i&§y £: UTMHC2y^^ — lOpmole i^fe^^^ i: 52°C, 3 

10 0frr3fcJ&2l±Z> d fcllJ: UcDNA^OjglE^fcfT o/c 0 

6N NaOH "CRNA* in 7 J<#j§? (65°C, 30#fa) Ufcft, X^y-^ICJ; (j 
cDNA^WML/c. T4DNAD tf T*37°CT* 6 Bf ^, ^^T'16B#^SJCt>"r S - £ K 
cfcU, -^■fiJcU/ccDNAC0 5'^i^(lAmpli FINDER Anchor (BB^"J##42) ^jUgL/fc. 

LTPCRCck ij*(lt5fc«)©^7'f V-fc U T Anchor y^-T V — 
15 (SB?'J#-^2) fccka'MHC-Giy^-T V- (IB?'J#^3) (S.T.Jones, et al., 
Biotechnology, 9, 88, 1991) Ltz. 

PCRj#?R{±, -^<D50m 1 <f CllOmM Tr is-HCl (pH8. 3), 50mM KCK 0. 25mM dNTPs 
(dATP, dGTP, dCTP, dTTP), 1.5 mM MgCl 2 , 2.5 =l - y h ©TaKaRa Taq (SI 
jg) „ lOpmole ©Anchor?^ -f V — , M O'ClMHC-Gl ^ =7 <i ~? — t>'Ampl i FINDE 
20 R Anchor £ L /ccDNACD^ig-^ 1 M 1 £^Wf6 0 «1CD^^^50m 1 CD 
£_LJS L/c. PCR&Thermal Cycler Model 480J(Perkin Elmer) 9 
4°C(IT45#r^, 60°C(IT45#P^, 72°C (IT 2 ft-mOUm?^ 9 JmZ0®ft o /c c 

(ii) #23-57-137-1 jft#L$V^*$©cDNA©^D-— >^ 

t: hPTHrPC^i-^v^^^y ^d— ^;vta^©L0V^^zi- H-tSiife 
25 -?<D^D — 5' -RACE}* (Frohman, M. A. et al., Proc. Natl. Acad. 

Sci. USA 85, 8998-9002, 1988 ; Belyavsky, A. et al., Nucleic Acids R 
es. 17, 2919-2932, 1989) K <fc »J fro 5' -RACE&d &5' -Ampl i Finder RACE 
Kit(Clonetech)£ffll\ ^i»#<DM;fr fc. cDNA-£j# i'ffiffi ~t 3 Z? =7 

-Tv-li, oligo-dTy^-T v-fcfflli^fc. BUlB^d: ? KPMU/cmRNAi® 2 a g £ 
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£IZ J: UcDNA^<D$$£^S:fTo/c 0 6N NaOHT*RNA£ bUT^-ftm (65°C, 30#F^) 
UtUIL ijcDNA$r)ffi^U/c 0 U ^cDNA©5' 3fc^(IiiuIBAm 

pli FINDER Anchor £T4DNAl) -if "037 < C"C 6 ^iST' 16B#^^$ it £ 

5 d £ (I J: iJjtKSL/fe. 

V^^L«Xfi|^^ig«(D«^gB^J*^PCR^7-1' T-MLC (Be?0#-^4) £§fc 
ffU 394 DNA/RNA Synthesizer (ABI*±) fc^T^/SU*:. PCR&ifcli. -£0) 
100 ^ 1 cf^lO mM Tris-HCl (pH8.3) , 50mM KC1. 0. 25mM dNTPs (dATP, dGT 
P, dCTP, dTTP) % 1.5Mm MgCl 2 , 2.5 y h (D AmpliTaq (PERKIN ELMER) , 
10 50pmole ©Anchor:/^ V - (@2?iJ#-S§- 2 ) , MO'CIMLC (I2^J#-^4) X tf 
Ampli FINDER Anchor U /ccDNA©,£/&^#3 1 ul 1 d©i§r£ 
C50/z l©l?ft?:±lU; 0 PCRfiThermal Cycler Model480J (Perkin Elmer) 
94°CCT45#F^, 60°CtIT45#F^ 72°C (IT 2 ^M^^^-T ^ ^T* 3 
5 IhKto/c,, 

15 (3) PCR^^olfMfcckW^'fl: 

SuSBiOi: 9 (I LTPCRStU: UliilgL/cDNA^f^-^, 3 %Nu Sieve GTG7#P 
-7, (FMC Bio. Products)^fflV^cT^7D— J: U^J^U^Ce 
HiVf^i LT£j550bp ft, LIV« £ UT^j550bp S<DDNAIgr>t £^1" 
€>T#n — tWMO. GENECLEAN II Ki t(BI0101) £ ffl l\ 3f ^ M&tt<DM 
20 ^T(I^V-DNA»f>t ; S:^mL//c 0 3fifSi U /cDNAS: J -)V~QmMiiS 1±ft'&. lOmM 
Tris-HCl ( P H7.4) , 1 mM EDTA ^20^ % h tltzMkmWL 1 n 

1 £$!lPH£HXmaI (New England Biolabs) C J; U 37°CT* 1 Btftafgfl; U #^"C 
felPlP^EcoRI (^Mit) i:i U37°CT* 1 B# F^ $Hb L 0 d <D$Hb*S£$£j £ 7 

25 CUT, 5'-3«CEcoRI ISl$iBmWU 3' -*^(lXmaI^f^@B^!j £^1" 
^^^^Hmv^fc<l;a*L^V^^n--K-r65i^^^^^DNAif)t^f#/c 0 

{K?£^fcEcoRI-XmaIDNAB?f)t £EcoRI ^tnCmalT'^Ht-T £ Z £ IZ J; OMULfc 
PUC19 ^^^-^DNA^-ry-:>3 >^r>y hver.2 (^eMj£) £ffiV\ 
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5ET(wttv^l6r-eil^M£JtS*i±3tlfiLfc. 10 ti 1 (D±$m&U£M**mW 
JM109 3>kf-r> MNHJ& ( — y » 100 # 1 KiP*., C tfc±-C 

15#P^, 42°C(IT1^P^. £ $>CaK±T? 1 4Mffl»SU/c. ft^T'300 /* 1 <2>S0C 
i^ife (Molecular Cloning: A Labgoratory Manual, Sambrook, et al., Cold S 
5 pring Harbor Laboratory Press, 1989) ftflnx.37°C C1T30#WK >3f a.** — h 
L^ctl 100 A6g/mlX(i50Atg/ml©T>t^>U 0. ImM <D1PTG, 20/Ug/mlOX 
-gal ft^frLB«^*gJ&£/iJ£2xYT^^Jg*fe (Molecular Cloning: A Labgorator 
y Manual, Sambrook, et al., Cold Spring Harbor Laboratory Press, 1989) 

10 

d©Jgg|fcg|#fclOO Mg/mlX(i50/xg/ml^T>t:^>U > ft ^Wt £ LBigife 
i/cli2xYTlgj|2m 1 T*37°C(IT — &*g|t U 7^ K«lfciJ*BP 

I-100S (^/K'iO XiiQIAprep Spin Plasmid Ki t(QIAGEN) ft M V^T 7, ^ 

KDNAftp^u, mmmm<Dfc%.*ft^>fz. 
15 (4) vvxiftftvmm*^--\<-?z>mfc?(Dt&mmm&:7£ 

WiU(D^y^^ K4'£>cDNA3 — K^i^CDi&^gB^'J ft Dye Terminator Cycle Se 
quencing kit(Perkin-Elmer) ft#JV\ DNA Sequencer 373A (ABl^hPerkin-Elme 
r) CiU^Lf:. K5!lft3tM7 p ^>r V-fc LTM13 Primer M4 (£«3t) 
(Sri?'J##5) £#1113 Primer RV (SJHJS) (B5^J#-^ 6 ) ftJBv\ M^I»J 

20 ©jfiasBB^jftflisi-s w «k uag^jft^L/d. ^ 5 LT#t>*t/c/w 

^^^5 b*ftMBClH04 % L«V««S:3-Ht61fef 4^ttS^7^5 K 
ft MBC1L24 £fft£L/c„ ^ 5 * ^ KMBC1H04 J; miBClL24 i:^m§7-)^f 
23-57-137-lR#<DH«V««fe itrL«Vffl*ft 3- Ki-*«e?©*l6iBy!l 
25 (Mt575 y &ffi?U££fr) ft ^^^^#-^57, 65(I^-T 0 :n^©7 

mBzf^T. ^ KMBC1H04 fcj: £>*MBC1L24 ft Wi~ <5*B§ffiteEscherichia 
coli JM109 (MBC1H04 ) ^Escherichia coli JM109 (MBC1L24 ) t Lt, 
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¥fi5c8^8J3 1 5 011, Escherichia coli JM109 (MBC1H04) IIO^T (iFER 
M BP-5628i:UT. Escherichia coli JM109 (MBC1L24) CI Ol^T &FERM BP-5627 

5 (5) t hPTHrPd^t-^^^^^ey ^D-^r-;l/tn;fr#23-57-137-l©CDR£D^^ 

#£*tTV^*\ — £\ CDRM^^T^ y^@2^J©^^tt(i@«)T^^ (Rabat. 
10 E. A. et al., TSequence of Proteins of Immunological Interest] US Dep 
t. Health and Human Services, 1983). 

Z(D£ O ^liCSo't, t hPTHrP(I*f"t£ ? D Jltfii$.(Da! 

^MOT^ y ^@2^J^Kabat i »J ffcj&S tltz&i{t(DT 5 y i^@e?'J£>T : '- 
15 ifc5£L/c„ 

L&V^*£<DCDR 1 ~ 3 ©7^ J WiWM\^^X Itttl^tlffiFm^SS 
~61i^^U> H^V^OCDRl ~ 30)75 y KK^JlwO^T&*-tt^ftBB#J# 
-^-62~64(w^U/c 0 



* 1 







CDRl 


CDR2 


CDR3 


HiVf^ 


5 7 


31-35 


50-66 


99-107 




6 5 


23-34 


50-60 


93-105 
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(1) **7ffi#H*©fll8i 
(i) HiV«(Dii 
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mbci-si (fie?y#-f§-7) (iv^^u-y-se^j^s'-fflo^n-Hi-eDNAtc^ 

-f^'J^XL, -EoKozak n>-t>+)-7.BB3RJ (Kozak, M. et al., J. Mol. 
Biol., 196, 947-950, 1987)$. OWfi&JjSHind III©&8BBa#J £ *f S <fc 5 £ IS 
ft-U^c fu^y^-f v— MBCl-a 8 ) liJS^OS'-flHSin-KtSD 

5 NAiey'JK/W 7'j ^XU Jao, *:/7-f* H^-- &#j;&t>li!lRB3£fSIBamHI 
®^^IB2?!j^#-r-5 J: 5 KSfcthLfc. PCR&, TaKaRa Ex Taq (^JS3S) £ 
JBl\ 50^ 1 ©SJ&M^i&CfeSSJDNAt UT0.07AC g07"7^^ KMBC1H04 , 
T^l" V — £ L/TMBCl-afcJ: £>'MBC1-S1 % ^n^'^Opmole „ 2.5Utf>TaKa 
Ra Ex Taq . 0.25mM© d NT Pti^frt«IiI?:^ 1 

io ts^±»u, 94°c{:tim 55ti:ti^, 2 ^mo^m^-c ^ 

;WT*30lHlfiro/ci c PCR&K«k yi#eLfcDNA«fJiS: 3%Nu Sieve GTGT^'D 
— 7, (FMC Bio. Products)?: ffl V ^7 # U — * ¥ JVMtS.ftWJ K «t U4M>IL/c 0 
437bp ftCDNAHfii-^^ftST^O- *K*ty%LV, GENECLEAN II K 

it(Bioioi)^fflv^, *y hmtfomijtz'ft^BviAmK-timmLtz. mmvtzDN 

15 A£o:# y — ;WfcR8"C|H|J&l//£&, lOmM Tris-HCl (pH7.4) , 1 mM EDTA 
}§?S20m 1 (I^MU/c »S>n/cDNA*ifcl At 1 £$ilfiBB£ilBamHI, Hind III 

C^ffijS) «k u 37°c l vfifflffiltLtz. :©M1^47i;-;ntf^n 

±f3©<k^(wUTp^L/^v^^H0lV^^n-h*-rsii^'S:^OHind 
20 III-BamHI DNAlfii £ Hind Illfc «k t>*BamHIT'$Hb-r 6 CtCiO $B& U fcp 

uci9^^^-tc-y-y^ D-^.>^*u/c e cifD^^^^ KOJfiiSEfljfc res-re 

tztby?^ -7— M13 Primer M4 fcitFMIS Primer RV ^7°7^7-i: l/t, 
Dye Terminator Cycle Sequencing kit(Perkin-Elmer) £fflv\ DNA Seque 
ncer 373A (Perkin-Elmer){I i U i&fi@e?'J % i££ U tz. IE L l^SSe^J £ 
25 5^^7*'J K — V#23-57-137-ltwS*-rSV^^H»V««4=i- H-T-Saite 
f^ML, 5'-ffl!jKHind limWMWSLXf Kozak E*K 3'-lWi:BamHlSS«E 
#l£&o:X7.7.3 K£MBClH/pUC19 fc^Lfe. 

t hHiCf^Cy 1 ©cDNAh3g^i-e/c<5t>(^ ±U(D & o £ LT*#il L/c 
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-MBC1HVS2 (@2?'J#-S§-9 ) liV«J*©y — Bg^U 0>*«J «: 3— h'-t6@2?ij 
O 2#©7^^7^>*y'J S'Xl&ifcU MoKozak 3 V^^gS^J (Ko 
zak, M. et al., J. Mol. Biol., 196, 947-950, 1987)M t>'(IHind Illfc J: O'Eco 

5 ri mmMn^^rh & ? izmm u/c„ Htiv^^/c^^Diu^y^-r t-mb 

C1HVR2 (ge^"J#-§-10) it J ffii&W-m* 3- H"r€>DNA@B^J(w7N-r "7'U £W 
XL, lo, C^tDS'-fflfltDaB^JIr^-KUApal «fctfSmalB»B2#l 

PCRteTaKaRa Ex Taq (SMjS) 50/* 1 OSJC&S^^t-ftSlDNA 

10 £ LXQ.6 u g©7"77>5 KMBC1H/ P UC19 , 7 9 -f "7 — £ L TMBC1HVS2 
feJ:t>*MBClHVR2^^-n j e'n50pmole , TaKaRa Ex Taq £2.5U> 0.25mM 
<DdNTP%^t»»^T*^#©iffi«5ft«:ffifflLT50Ai 1 _til LT94°C 1# 

US, 55°C1t>^, 72°C 1 ftffl<DU& U- -T 30®fTofc. PCRjfeC J: «JJg(i 

U/cDNAiit^ 1 %Sea Kern GTG (FMC Bio.Products) fcJBV> 

15 fc7#n-*y;MtjiUM&fc: «t U#8tl/rt:. 456bp JKDDNA^rJV 7 
*'D-7jt?:mU, GENECLEAN II Kit(BIOlOl) % Jl l\ 3r >y h 8* # © 
#KtEVMDNABftt£*liaaOfc. ffi^ U /cDNA«: i * y —JVftm S t/cll 10m 
M Tris-HCl(pH7.4), 1 mM EDTA feffi.20v 1 iZ^MLtz, 

nhtltzDNAmm l M I £fi«S£fJtEcoRI fc^tfSmal (1 «fc 'J 3 

20 7°ct- i mmmitLtz. z<DM4tm&fa*y uufrjvj^-eM&b. 

J —JVitmiz. J: «JDNA%lHlJRUfc. ±Ifi£> «fc -5 (I U tii U 7 O 7, H£ 
3- h*-t6jH5? £^&EcoRI-SmaI DNA^f fi* % EcoRI i £>* SmalT* 

7 7,5. \*COi&Mffim$:mU-?Z>tztb, ^7^7- M13 Primer M4 XtfMlS P 
25 rimer RV £ -f x 7 — £ L"C, Dye Terminator Cycle Sequencing kit(Perk 
in-Elmer) DNA Sequencer 373A(Perkin-Elmer){C J; l) i&2£li2#j £ 2ft 

^u/c iEi/i^asEM yy k— ^#23-57-137-1(^^^1- -5 

^HiVS^?; n- K-rSig{K^^^WU, 5'-{ftlCEcoRI fcitfHind IIISBSB 
Ig^JMtFKKozak I2?!h 3 , .ffl9twApaI*5J:tJ f SmamiaBB^J 5 fe«Foy^X5 K% 
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MBClHv/pUC19 £ U tz. 

(iii) ?txtemm%^t> z-omm 

b hm^HflC^Cy 1 ?:^OcDNA(i, J^T© 9 t~ U T Pi£ U /c. 
;b*>. t b§^bPMlM#H$f V^&fc it/t: hifL#H$lC^I g Gl£Dyy ADN 
5 A (N. Takahashi, et al., Cell 29, 671-679 1982) £ □ - K 3 ^ # 

-DHFR-AE-RVh-PM-l-f (W092/19759#{$) t: MHbPMlffift: Ll V#t 

PMla (W092/19759#M) i: ^iAl/cCHOlffliJ: UmRNA^i^L, RT-P 
CR&Trt: bSHbPM 1 tjiWm%V^i$ t &&X$\l M{^C«Cy 1 ^^cDN 
10 A£^n— ^>^*U P UC19 ©Hind IIIilBamHIgPGrC-^:/:? P— — V^'U/c. 
i&«2?'J £ SttS L /cm, IE U v^IB^iJ £ ^ * ^ K £ P RVh-PMlf- c DNA i: # 

DHFR- A E-RVh-PM- 1 -f± CD SV40 7" D ^ — $ — £ DHFRia itt £ CD f$ iZ $> & 
Hind IIIgPfiL fcit/EF-la/D^-^-iitlM^PMlMHiV^h® 
15 fg<l&£EcoRI ^&£^£L/c^m^#-£ft^U b MHfcPMlJateHgi 

pRVh-PMlf-cDNA&BamHIT'?NHb L /ct, Klenow^ ^ ^ W b "O^if ft U 
£*bKHind IIIT'^'fbU Hind III-BamHPP?#rt:$f>i- £ ff§S£ U fc. CKDHind 
20 III-BamHI^^b^f^^. ±IS©Hind IIInP-fft£> <£ t^EcoRI M**;K£;U/cDH 
FR- AE-RVh-PMl-f £Hind 111*5 <fc U r SmaIT'^'fb-t 6 - £ <fe 0 Pi£ L /c f§ 
S^^^-CMl, t: hSHbPM 1 MteHtlvil^fc cfctrt: hfil^CMC y 
1 ^ 3— Ki-^cDNA^^OIgm^^^-RVh-PMlf-cDNA^^ISL/c 0 
t h SHb P M 1 m^Hmv^fc^trt hiftC^CyU3-Ht§cD 
25 NA £ ^ #£51. RVh-PM If- cDNA £ Apal J: tfBamHI Tr m it L tf: , 
H@tC^£^ODNAl^#£IIliKU Apalfeit/BamHIT'fi'fbt-^ w JiCi U 
jW»U/cMBClHv/pUCl9tI#AUfc. d 9 Ltffil^y^T. ^ K^MBClHc 
DNA /pUC19 £ifr£.U/c 0 C©^7^5 F(iV?^©HiV^*J itf 
khfil#Cfl«Cy Un-KticDNA*^*, 5'-3fc)$KEcoRI =k t>'Hind 
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-7=77, ^ KMBClHcDNA/pUCl9 SrEcoRI <fc U r BamHI"C*r^-fb I/. Whtl 
fc#^^m#©Htfi4 3-K-rSJ£SiB^J J S:^t*»DNABF>T-4, EcoRI fccfctfBa 
mHIT-^^b-rSCl £K«fc Ui^b/:M^^^-pCOSlC#Alf:. CUT 
5 ^^n/c^^^tit^©^^^^^ K^MBClHcDNA/pCOSl^^^b/c. &fc\ 
^-pCOSKi, HEF-PMh-gY 1 ( WO92/19759#ff=0 frb, EcoRI *5 
«ktfSmalJH<b«wJ:yfii#»fe : ?«:fiiJWil/, EcoRI-Notl-BamHIT $~f % — 
Mil) £Bfg-fSd*:(::«fcy«£EUfc. 

10 ^ KMBClHcDNA/pUCl9 £EcoRI «k t/BamHIT^^fb »$>*lfc4M7 
ffiflcHmS3^J££fcDNA»?Jtfc, EcoRI ck t^BamHIT^-fb-T h Z. t tZ J: 0 M 

mL>tzmm>77 Kpchoiksau/c. cl ? oxmhtitt** ^ 

^77, ^ K^MBClHcDNA/pCHOl ttitZLtz. §£SE^ ^ # -pCHOl 

DHFR-AE-rvH-PMl-f ( W092/19759#{&) 3^<b, EcoRI *J <fc tfSmaliS 
15 'fbtwi Uta^atfe? EcoRI-Notl-BamHI Adaptor (^?B3fi) 

(2) t: h Li^««*©ii 

(i) 

hL«5£Ht«l*«:£frpUC19 ^ 5 fcfcC, Hind IllSPffifc 

20 £ P UC19 ^^3?-?:^IL//c 0 P UC19 ^ * Z — 2 g £ 20mM Tris-HCl (p 
H8.5 ) > lOmM MgCl 2 , 1 mM DT1\ 100 mM KCL 8UO Hind III 

(sii) *$M-tz>&mm€;WL2Qii i *t'37°c!:t i mmmitLtc. mitm 

25 0JRU/cDNA£5OmM Tris-HCl (pH7.5), lOmM MgCl 2 , 1 mM DTT, 1 
OOmM NaCL 0.5mM dNTP, 6 U (DKlenow 7 7 ^ > h (GIBCO BRL) £ 

^wi-^50^ i ©si^m^»[+T'MtwT2o^iaisjs$-y-, AMISS li- 

fe. SJSS^ffi^^x^-^l/fc J:tf^OD^;UAT-aajL. ^^#-DNA£x 
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ML/c^:? #-DNA£50mM Tris-HCl (pH7.6), lOmM MgCl 2 , lm 
M ATP, ImM DTT, 5 %(v/v) # V ^ V > <f U 3 -^-8000 , 0.5 UCDT4 

DNA'Jtf— (GIBCO BRL)«r^^i-*SJt&ii'&j«10Ai 1 4>T*16°C T* 2 
KJfc£i*\ SBit*g SJE&S^JK5At 1 £*JI§®JM109 3>V^t->M« 

5 (^^4<>^->) 100 (X 1 CiJOA. 7jc±T'30^^Sf ILfcft, 42°C(IT 1 
4MB. £ f>(I>Jc±T' 1 SOCiSi&500 m 1 £}JD*.T, 37°CT' 1 B# 

>#:x*-S/3 X-gal iHPTG^^ffi{C^^U/c2XYT^^^ite 

(50^g/ml7 > VfS/ U >^^f) (Molecular Cloning: A Labgoratory Manual, 
Sambrook.et al., Cold Spring Harbor Laboratory Press, 1989)M^§\ 3 
10 7°CT— ««*UT^Ktelft#:«:»^. 

50Mg/mlT >H°^>U VSr^fT 2 x YTig«&20mlT*37°C— & 
*g^U Kffc®#^<bPlasmid Mini Kit(QIAGEN) * ffi V>T, 
^T^7X5 KDNAfcffifSSU/c. til/cy77 5 KfcHind IIIT'^YbU, Hi 
nd IIlSPfi[*^^L"CV^S w t41il/fc^7^? K£pUCl9 AHind III ^ ^ 

15 

(ii)fc h LiAi^ff^?: 3- 

t: hia^LHAflC^^^, Mcg+ Ke+ Oz-. Meg- Ke- Oz-, Meg- Ke- Oz 
+, Meg- Ke+ Oz-£>4>& < £t> 4mM<DT-( V ^*^f>tltV^ (P.Daria 
vach, et al., Proc. Natl. Acad. Sci. USA, 84, 9074-9078, 1987) . #23-57- 

20 i37-i^*?*LMimcm*&£mm®i*m-rz>\z hst#LflUttc«#*EMBL 

■r — — *"Otfc§S L/c^^:, T-T V y^Mcg+ Ke+ Oz- (accession No. 
X57819) (P. Dariavach, et al., Proc. Natl. Acad. Sci. USA, 84, 9074-907 

8, i987)<Dt hffifcLmimtmtn^&m&t&iss #23-57-137-1 v^lii 
imcw*ta>nm&i*T $ ;mmm-e64.4%* i&»se^jT*73.4%-e&o/c„ 

25 f IT', hfiittL&A «|C«*£fc n- Hi" ©#&&PCRi£fc 

ffll^Tfrofc. ^S-y^-r ^ — 394 DNA/RNA synthesizer(ABI *±) 

fcE^Tfrofc. HLAMB1 (ffi#J#-J§-ll) feir>'HLAMB3 (I2^J#-^13) 
>*DNAffi?!l&*f U HLAMB2 (BB#I## 12) £> <£ t>'HLAMB4 (I3^J#^1 

4) (*r>^-t >*DNAie#j£wu ^n-e'no^^-r v-©M^(i2o^t>23b 
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^gpy^-T V-HLAMBS (gB?'J#-Stl5) , HLAMBR (S3#l#"tl6) liHLA 
MB1. HLAMB4i:^n^nta[sl^S2?'J ; feWLTiD U, * ZcHLAMBSJiEcoRI . 
Hind III, Blnl^^iB^J^:, HLAMBRIiEcoRI SftflB$l * tti^tl^/oX ^> 
5 M — PCRT-HLAMB1-HLAMB2 £ HLAMB3-HLAMB4 OSJftfefrofc. 

v-i- V-HLAMBS feck ^'HLAMBR ^r^iPU, ^HPCRC «fc U iftDNA?: £4@ 

PCRiiTaKaRa Ex Taq (^7@5£) i#©MC^ottTO^ e ^ 

10 — PCRT'te, 5pmole CDHLAMB1& J: Uf 0.5pmole (DULAMB2t 5 UCDTaKa 
Ra Ex Taq (Srlifi) ££^*i-6l00 n 1 &3 V^*0.5pmol 

e©HLAMB3fc J: 5 pmole CDHLAMB4 il 5 U ©TaKaRa Ex Taq (^M) 

h*^m-$-&ioo (1 i <DRfom j £ffi.*mi<\ 5o# i <Dmm*±mLT94'ciz-c 

15 SgziPCR it. &.foWL*50fJ. 1 fol^b, 50m 1 ©i£?g|£±Jil/T94 0 CCT 
60°C(IT1^F^. 72°C(rT 1 #ia©»j8-»M ^;l/T'3lEltTo/c e ^HP 
CR(i, SJCSjRC^aJ^^-r V-HLAMBSfcct t^HLAMBR^^SOpmole fo^ 
iPU 94°CCT1#P^ 60°C(rTl^F^, 72°C(CT 1 ^^©^Jg^-l' ^l/T'30 

20 SI = PCRjg^l©DNABf^«: 3%(SSfc^T^fD-^y;i/ (NuSieve GTG Agar 
ose, FMC) T*m^u&®jL/c|£, GENECLEANII Kit(BIOlOl) £18 1\ 8s#£> 

#^/cDNA^Jt£50mM Tris-HCl(pH7.5), lOmM MgCl 2 . 1 mM DTT, 
lOOmM NaCl , 8 UOEcoRI (^Mi£) £^WT£20m 1 ©SISSIES* "C 

25 37°CCT l H#lffliB'ffcLfc. mim^m £ ^ x y <fc t>'^ o d ma 

DNA*^#S — ;l/fcfcigT-[EjJR U lOmM Tris-HCl(pH7.4), 1 mM EDTA 

y^X^ KpUC19 AHind III 0.8m g & KflU-EcoRI "C$Hb U 7i7- 
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^ HpUCl9 A Hind III £50 mM Tris-HCl (pH9.0). ImM MgCl 2 , 7 )\>i] 
'J*777^- fc*(E.coli C75, £iB5t) £ Effifi£i*5O0 1 4>T'37°C, 

3ottm%.mi< j e®iv (bapm) M^7xy-^fc ( tt) f 

^DD^MtllU, DNA'fex^y — ;l/itlgm: 10mM Tris-H 

5 Cl(pH7.4). ImM EDTA mtRlOfi 1 £»JSLfc. 

_hia©BAPMaU^y^^ ^ KpUCl9 A Hind III 1 At 1 £ ?c<DPCRjg*$J 4 
At 1 £DNA Ligation Kit Ver.2 tl^TML, *J3§S JM109 3 

S2XYTi@fl&2mlT» — M#ifi#*>f> QIAprep Spin Plasmi 
10 d Kit (QIAGEN) ?:ffll^7°7^5 b* fefltgiU/c. 

±12^^^^ K COPT, ^ D — — V^$nfeDNA©^SBB^J©fliSl%firo 
fc. ^»Be?U<0?*^(w{±373A DNA sequencer (ABI *±) &JBV\ 77^7- 
{I(iMl3 Primer M4 fc N it>'M13 Pricer RV (^ffiiS) fcfHWc. 
^ D— =V^$nfeDNA©rtastil2bp©X^^*6 w ^*sjpJ9IU/c 0 CKDDNA 
15 ^^t^y^X^ K£ C A A/ P UC19 £ift£,U/i„ t:!', ^(D&fttffiotztb 
©yy^v-HCLMS (I2?"J#^17) , HCLMR (Se^J##18) fctrfcfc^jS 
L, PCRT*#jSiELv^DNAOfllS5%tfo/c. 

^ — PCR-e^^DNA^^ti'y^^^ KC A A/ P UC19 y^-f 
"7 — HLAMBS il HCLMR , HCLMS i: HLAMB4T*£J& £ ff o /c. PCRjg^S: 

20 f^fnt^i, ^-pcR-cr-tv^u o/c. s fccfl-spy^i' ^— hla 

MBSfcJ:t>'HLAMB4£^iJPL, HHPCRC «fc U £:SDNAfc 

H-PCRT'(i. iStltCXA/ P UCl9 O.lAtg, y^-r "7 -HLAMBS 
J: t>'HCLMR £-50pmole , $> £ V > &HCLMS J: t>'HLAMB4£-50pmole » 5 
U tDTaKaRa Ex Taq £^3?-t<5l00 At 1 (DRfoU&ffi. £ m V\ 50 

25 m l©i£i^±ibt94°Ci:t l^FI, 60°ClZTlftm. 72°C (1 T 1 ftm<DU 

PCRM^IHLAMBS-HCLMR(236bp) , HCLMS-HLAMB4(147bp) Z^tft? 
n3%&m&TtfU-*'fJl''e j m%%.W}lsfr@i. GENECLEANII Kit(BIOlOl) 
*m^-CY)VfrhmWL. mmLtz. &-pCRT'&*S1KDNA»rJT-#40ng, 1U 
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(DTaKaRa Ex Taq (^M) £^-f<520At 1 (DELfc^WL £ ffl V\ 25m 1 
©ti^±HT94 4 Ci:Tim 60°CIZT 1 ftm. 72°C(IT 1 tfrP^CDiSg-?- 

^HPCRT'(i, IzPCR£JS^2m 1, 7 P 7'I'7 — HLAMBS, HLAMB4 
5 &50pmole . 5 U £DTaKaRa Ex Taq (SM3a) £^Wi"6lOO At 1 ©SJC&S 
50 At 1 £±Jf U/c 0 PCRte, 94°C (IT 1 60°CiITl 

72°C(IT 1 2 )VX*ZOmtfr>fc. & = PCR^T*£>5 357b 

p <DDNA$fjt£ 3 %<Slt^7^*n-7,y;VT'«^iilU/cft, GENECLEANII 
Kit(BIOlOl) ^fflt^Ty^^lalJR, mULtz. 
10 f#^n/cDNA®f>t0.lAJ g ^EcoRI T-m-fbU/cm, BAP&Hfcy7^5 
K P UCl9AHind Ill^-y- 7?n-—>lf\stz 0 ^ii J M 1 0 9 n >t 'f> h 
*fflfl&Kfl2Jt$»U 50/Ug/mlT >t^>U >^^*f§ 2 XYTM2mlt'-t 
tg*U a^SiM^QIAprep Spin Plasmid Kit(QIAGEN)£ ffl V^T 7^ ^ 

15 lUl/c^Z? Kf:iOV^J&ai2?lJ£Ml3 Primer M4, M13 Primer RV 
(^M5a) £/Bl\ 373A DNAsequencer (ABI *±) CT^L/c. X9z<DU 

(iii) b hLM/clI^S^^3-K-t^3t^^CDM^ 
20 T/^T^ h'HEF-PMlk-gk (W092/19759) H*h L 0f /e $1 C <^ £ 3- Hi" 
6DNAi&f)T-£PCR&£/Bv^ ^ D— — 394 DNA/RNA synthesizer 

(ABI *±) ^ffiV^T^U^Ba^y^-f V-HKAPS (I2?"J#^19) (iEcoRI % 
Hind IIL mnimWmM*. y ikl5-f^^ V-HKAPA (B2^l#-^20) fiEcoRI 

25 mmtteZ?^ X5 KHEF-PMlk-gk 0.1 At g , 7^-Tv-HKAPS > HKA 
PA #50pmole , 5U(DTaKaRaEx Taq (SS3g) ^^%i"SlOO At 1 <PEL 

fom£mzm<<\ 50m i £>ffi®*±mLtz. 94°ckt i^m. 6o°ck-c i#p^, 

72°C(IT 1 ftmOfcfoZso-V-'C ? Jlsft^tz. 360bp OPCRjg^ £ 3 %i&m&T 
tfU-7,YJl>T* i m%lfcW}LtzWi. GENECLEANII Kit(BIOlOl) ^ffl^T^> 
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f§"t>jft/cDNA»f>i fcEcoRI BAP&ILfc^7 7 5 KpUCl9 

A Hind III(I^P-->^*U/c e «UM1093>tT>hili;M6 
50Mg/ml7>tf->U >%ttt5 2 x Y T^ife 2 mrC-^igft U ®ft 
5 ®^*^QIAprep Spin Plasmid Kit(QIAGEN) £ ffl l^T 7? * ^ KfcfllfiUfc. 
11^1^^775 K£>i&*IBM£Ml3 Primer M4 % M13 Primer RV 
. JBjfi) 373A DNA sequencer(ABI*±) K T&Jg L- *i 0 IEl/l^8U6K?U 

lt^5Ci:^li$tlfc^775 K£C k/ p UC19 

(3) **^ffifaLm%m^?$--<Dffim 

10 ^#23-57-137-1^ Liif&gi^*- fcfUfgL*:. ^7Z^ hXA/pU 

C19 , C/c/pUC19 htrtfrJtHriR*© fifu (I* 6 Hind III, BlnlgPftl^ 
#23-57-137-1 L«Vffi#fe n- F ~T Z> Z £ IZ J: ot, -tti^ 
tt^M ^#23-57-137-ltn:#: L §f V^^fe *J J: L 0 X & * & L $1 /c fil^l&^l* 
% 3- H-t^>pUC19 £f£JSLfc. EcoRI miklZ&^T** ^ffifoh 

-T^^*>, ^7^5 HMBC1L24 *^#23-57-137-lM#L®iV^£PCR& 
fcJBVT^D-->^U/c. =&y^-r V — 394 DNA/RNA synthesiz 
er(ABI *±) fc/Sv^-Cfrofc. @kJj 7^7-1 V— MBCCHL1 (i2^J#-^2l) <£Hi 
nd III^f§E@B^Ji:Kozak Bfi^J (Kozak,M.et aL.J.Mol.Biol. 196,947-950, 1987) 
20 £ N tu^y^-r T-MBCCHL3 (@2^J#^22) fiBglll , EcoRI S»BB?!J& 

PCRte, lOmM Tris-HCl(pH8.3). 50mM KC1, 1.5mM MgCl 2 . 0.2mM 
d N T P , 0.1 Mg©MBClL24 , Z?^ -f7-i: UTMBCCHL1 fc^tfMBCC 
HL3 £#50pmole , 1 m 1 <D AmpliTaq(PERKIN ELMER) £^-tSl00 
25 M 1 ©SM^i^ffil\ 50££ 1 (Dffiffi* ±m UT94°C('T45#^, 60°CKT4 
5#ra. 72°CCT 2#P f gcD?Sjg+f--f ^^-C30[sHt o/c„ 

444bp£>PCRgt)£ 3 %{&m£TJfU-7s>fJl'T*nM.faW} Ltz.&, GENECLE 
AN II kit(BIOl01)^ffl^T^r;V*^HHR, iiU lOmM Tris-HCl (pH7.4) 
, ImM EDTA $jft20Ai 1 izmmistz.. PCRg^ 1 n 1 £ -en-FtllOmM Tr 
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is-HCl (pH7.5), lOmM MgCl 2 , 1 mM DTT, 50mM NaCl , 8 U ©Hind 
DNAfcx* J — ;l>ttJR"C-|H|lRU, 10mM Tris-HCl (pH7.4), 1 mM EDTA 

5 mm 8 n i izmmLtz. 

77^5. KpUCl9 1 n g fepaaUrHind IIIfcitfEcoRI T'$HtU 7x; 

7* — tf(E.coli C75 , ^?Bjg) t'BAPMIl/c Rjfom £ 7 x y J: * 
PO*;l'At'iai > DNA£:t#y — ;WfcJ8T*@JRLfc&, lOmM Tris-HCl (p 
10 H7.4) » 1 mM EDTA i^lO/U 1 dfcjj? Lfc. 

BAPMSb/cy7 7.5 KpUC19 1 M 1 i:?fe©PCR^^4 /z 1 &DNA Ligatio 
n Kit Ver.2 (^ffijg) JH^TaHS U *»BIJM1093 > Vf-r > MiJfi ( — 3/ 

Wt52XYT«^lgJfei:t§, 37 0 CT*-£*g*L/c 0 b fttzl&nm&ftZ . 5 
15 0Mg/ml7>H°->U >£^-r&2XYTigi&2mrC37°C-C- ^IL/;. ffi#H 
#^£>QIAprep Spin Plasmid Kit(QIAGEN) ^^t7"77>^ K fcttSU/c. 

^aaa^j^?*^, lEuv^asa^j^w-rs^'^^^ k^chl/ p uci9 tifc. 

7*775 K C X /pUC19 , C ac /pUC19 & 1 fi g & ^-f^OmM Tris-H 
Cl(pH8.5), lOmM MgCl 2 , 1 mM DTT, lOOmM KCL 8U© Hind III (Ie 
20 MM) *ScfcO*2U<DBlnI C^iSSt) *£-*-rS£J&g^iR2O0 1^T'37°C(CT 

lUtra^fkL/c. ?i'fbM^^%7xy-;i'fe«ktJ f ^DD^;i/AT-Wdi. dna£ 

x^y-^jtl8T-|sIlRL//c^, 37°CT'30#P^B APHl^o/;, S*&ffi*7 
xy-^fci^^DD^^AT-iail/, DNAfcx*^— ^?£l8-r-0]RU 10m 
M Tris-HCl(pH7.4). 1 mM EDTA ^WLlOn 1 twJ§JS?Ufe. 
25 #23-57-137-1 L|SVM^£^fr 7^X5 FCHL/pUCl9 *b 8 fi g £ [5] S*C 
Hind IIlJfccktfBlnlT'^fcUfc. f#f>tl/^409bp ©DNAlff^ % 3 %{£Ul/&7 # 
D-7>r;i/T**^gjL/cm. GENECLEANII Kit(BIOlOl) *m^X>f)Vfr 
bmWL. ISMU lOmM Tris-HCl (pH7.4), 1 mM EDTA T&WllOti 1 K'Mffi 
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w©LfiSV«#DNA 4 ix 1 £ B APMl/c^^^ KC A / P UC19 £ 

(*C/c/ P uci9 ^i a i Kit:/^n-->?'u *»«jmio93 >ef> bin 

#U ffi#®#*>t>QIAprep Spin Plasmid Kit (QIAGEN) ^^^1^77.? 
5 KfcttSSUfc. Ztlh 5:fnfW7X5 KMBC1L(^)/ P UC19 » MBClL(/c)/ 
P UC19 i: U/c 

^7^5 KMBClL(^)/pUC19 *5«ktfMBClL(/c)/pUCl9 £ ^tl-fttEcoRI 
"C^HbU 3%{B»j^T^fD-^y^-e«j!t8ti(il / fe«, 743bp ©DNAlfit £ 
GENECLEANII Kit(BIOlOl) £JB^Ty;l/j&> t> SIR, fflflS U lOmM Tris-H 
10 Cl(pH7.4), ImM EDTA $g&10# 1 C»J*L/c. 

il^^^-^Lty^T.^ KHEF-PMlk-gk 2.7 Mg^EcoRI -C$HbU 
7i;-^fci^DD/t^AT-Jitll > DNA& J — ^^^T'HJIR L /c @ 
JfcL/cDNA§0rtf£BAP#L3lL*:^ 1 %iggfe^T^P-7.^T*m^Sl U, 6 
561bp©DNA^f Jn £ GENECLEANII Kit(BIOl01) £ ffi^t^;^ h 01R, It 
15 ML, lOmM Tris-HCl(pH7.4), ImM EDTA }#}&10/* 1 l^mMLfz* 

1 £±IB^^^5 KMBCIL(A) jfcfcteMBCl 
L(/c) EcoRI I^3a 1 tmtgL, ^J»ffiJM109n >tr-r> MffllStl^Klte 

50Mg/mlT>lft/U >%^Wr«2XYT^fl6 2mlt?JgHL, 
rt^QIAprep Spin Plasmid Kit (QIAGEN) 4ffi^T7°77>^ KfcJfKl/fc. 
20 lil/c^7^^ 20mM Tris-HCl (pH8.5) » lOmM MgCl 2 , ImM 

DTT, lOOmM KC1 , 8 UcDHindHI (£JBai) J: 2 U © P vul (SiBSt) 
^^ttSS 20 m 1 4JT?37°C(IT 1 0#F^yi>fbL/c o WfJt **IE Ul^ft 
(w#A£*l-Cl**U£5104/2195bp . A^f tlTV^(i4378/2926bp CD 

25 MBClL(A)/neo . MBC1L( k )/neo tU:„ 
(4) COS-7*fflfl&© |^7>77i^>3> 

— 7^7.5 HMBClHcDNA/pCOSlilMB 
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C1L( X )/neo £ fz (iMBClHcDNA/pCOSl t MBC1L( k )/neo£>M^£-;b-t±T\ Ge 
ne Pulser^g(Bio Rad) ffi X V V h P # V - -> 3 >(U U COS-7M K 

mmmmxLt^o pbs(-)4«kixio 7 mm/mm mmmmx* mm £ ti-r^s cos 

-73«0.8mlK> ^-y^^^KDNA 10 M g £ ilP , 1,500V,25 H F©#m^*K 

2 %©Ultra Low IgG«7 Wfc%M.m (GIBCO) £ 6DME 
M*£*te(GIBCO)Cl^U 10cmtg*IIIL£ffl^TCO 2 -f > a.*— $ - K 

10 C0S-7*fflJ!a©Jgai±^*^©#^7tfl:fls:tDlS$!li±, AffiGel Protein A 

MAPSII^-y h(BioRad)%ffiV>T3f y hM©E^»^oT!f o/c„ 
(5) ELISA 

ijH*m&m%.<Dtztb<DEi*isAzn>-~ h^w&o iz L-cmmvtz. elisa^9 

15 h(Maxisorp, NUNC B*ifb/^y 7 7 — (0.1M NaHC0 3 , 0. 

02% NaN^-eiAtg/mloaiJft(Cll«Ufc-V^tfltk MgGJft#(TAGO)100,u l"Ci 
tB-fbL, 200MKD#IR/^ 4 y7 7-(50mM Tris-HCL ImM MgCl 2 . 0.1M Na 
CL 0.05% Tween20, 0.02% NaN 3 . 1% ^JfiLffi T^T* ^ >(BSA), pH7.2) 
t*7D y ^V^©m> ^#£fgm£i±/cCOS^B§©ig«Jiif £><5 Witt 

20 ^ffittfcJ&IStfffiLT&ftJwJa**:. 1 RMSfflCT-f >=¥ a*- h UP 

BS-Tween20-C*^^ 7^'J7^777^-if^t^b MgGta#(TAG 
0)100 Ml%2in*-^ 0 1 mmMU^X-f b L/PBS-Tween20t:i^^Oft. 

lmg/ml<DSSti£j&(Sigmal04, p -— h O 7i-^'J Vl, SIGMA) SriJO*-, 
^(w405nmT*©©^^^ 7^^D7l/- h U -^-(Bio Rad)T^^ L ^c. flgjg 

25 $|£tf)7v#>^- H It, Hu IgGlX Purified(The Binding Site)%JBWc e 
(ii)ffiIBIS£tB©H£ 

ffiIgC>&S£ill£©fc«>©EUSA7>-bT*l£» Clti^l/c. ELISA 

m96K7U- h<D&K*Wmit^V 7 7-1? 1 Mg/ml©iftjKKS|$gL<rt:fc hPT 
HrP(l-34) b'ffi&F/r) 100m lT'StB-fbLfc. 200m l(0»-y7 7- 
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-Q7u y^f>^©t, 7ififc*:5£m>£'\i:tzC0SlMM(Di&m±m *S infill 

een20T'^^ft, 7 fr* V 7 7 7 * — b**££-f MgGia#(TAGO)100 
MlSriJOA/c, ifiCt^ b LPBS-Tween20-e^^©^, 1 mg/mlO 

5 SM)#^(Sigmal04, p - - h D7x^HJ >i ( SIGMA) &l~405n 
mt'OIM^'f^ayi'- h U -#"-(Bio Rad)-e^^L/c 0 

•^CD^, =^^7^11 b hPTHrP(l-34)(r^-r-5^tl$:WLT*D U> * 

^m^CfcV^T L^C^*U^^^V^(i/cii^DV^-rnT'^)oT^t^:^©P 
10 THrP(i-34)C^i"^^fi(i^-fbU^v^ t h §^bm#© L if c ^ 

(6) CHOSc^jg^Mtfc©^ 

B§(DXB11)K#AL*l. 
15 t^t)*,dr^ 7S#©$^i4»JiM3i(t CHOMfflM77^5 KMB 
ClHcDNA/pCHOl £ MBC1L( X )/neo * &MBClHcDNA/pCHOl £ MBCl 
L(/c)/neo©M^^^>i±T% Gene Pulser^M(Bio Rad) £ /S 1>T :n V 2 Y U M 

20 ^2 ; -Jl/mmx°DNAZ®ltiLLXJ^U? h D^U-— >a >i:|^/; ( PBS(-)* 

DNA lO^g^i/Px.. l,500V,25MF£D#ft^M(ZTy^;i/^^-^A/c. ^i&dTlO 

lfil?f (GIBCO) ; $:^llOL^MEM-aJ:g%(GIBCO)iw^^U, 3 1fo(D96'X7° U - h 
25 (Falcon) £ffl^TC0 2 ^ V^i^-^-Ct JSiWHI^ 10% 

7 ->fl6JElfil7# (GIBCO)fc J: t>'500mg/ml«DGENETICIN(G418Sulfate, GIBC 
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ltra Low IgG "7 ^SS^ifiLjt^iHL V 2 V Y V X* ? \s * 
5 K^MEMi£i&£ffl^T, ^mig^^tf igU 3 U 4 B @ K*£*± 

?W£IhI1&U 0.2Mm©:7^;l/#- (Millipore) (I i U *fflM# £ L fc. 

CHOiMflScD^*±?f frb(D** ^ViWOmWt, POROS^P-r^ >A# 7 A 
(PerSeptive Biosystems) £ fll <^"C, ConSep LC100 (Millipore) iZX^tttDfll 

(i) H M^HiV«©i^ 

15 \L bM#23-57-137-lJ7C#H|IS: v PCR& K J: SCDR-^ 7 T" > <£ U 
fP^U/c. t b #t#:S31679(NBRF-PDB, Cuisinier A.M. h . Eur. J. Immuno 
1., 23, 110-118, 1993)£*©FR£W^£fc bSHb#23-57a37-l£lf£Hil (Z^— 
^3>"a") (DftmOftebl- 6m(DPC-R77-( ^-t&mVtz. CDR-^77t 
V^T^-f V— MBC1HGP1 (SH^JII^-23) &£>*MBClHGP3(Se?'J#^-24) f£ 

20 -t?>7>DNAlB?iJ£3fU f btCDR^77f'f > ^ 7^ ^ -Y V — MBC1HGP2(B2 
#1 #-^25)S. t>*MBClHGP4(S3?U #-*§-26) & T > * "tr > *DNA@B?'J £ * L , ^ U 
TftiftiT"?^ v-©M^(wi5^^>21bp©tSffi6*l@2^J^#-t6 <( ^gpy^-f 
x'-MBClHVSl(S2^J#^-27)S.t>'MBClHVRl(12^J#^28)(iCDR^^7x-i' 
yf-fH-? -MBClHGPlS £>*MBC1HGP4 il^^D^-^litS. 

25 CDR-^ 7f-f V^^-f V— MBC1HGP1, MBC1HGP2, MBC1HGP3& 
«kt>'MBClHGP4(^^^'f4/i<U V K ¥)V^m ^XftM U (Molecula 

r Cloning:A Laboratory Manual, Sambrook ^> , Cold Spring Harbor Laborato 
ry Press, 1989) , h CO^Eb tb ticrush and soaki^ (Molecular Cloning:A 

Laboratory Manual, Sambrook h , Cold Spring Harbor Laboratory Press, 198 
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i"&£>^>, -^tl^n 1 nmole©CDR-^^ 7f-f V^y^^V-^ 6 
'J 7^ ^ Hy;H'^l @W^*£$©DNAl^#^II)£*:Vy #>r*;]/ 

^jf t5±T^^£f$&f LTfTt\ crush and soak&tl T >f)Vfrb [eHR l* 20 ^ 
5 1 ©lOmM Tris-HCl(pH7.4), ImM EDTA}MfI}£#? L/c D PCR&, TaKaRa 
Ex Taq (SMjI) 100/u 1 ©^j^M^?t(;±lE©^(lpM U/cCDR-^' 

> ^7 -TV— MBC1HGP1, MBC1HGP2, MBC1HGP3& J: t/MBCl 
HGP4£ ^n^til ul 1, 0.25mM£>dNTP, 2.5U©TaKaRaEx Taq£i^fr:£# 

-cmnmmm^mmLX94°cizx i^m. 55°cc:t 1 #na, 72 o c(iTi^r^© 

10 iSaS't^-l' & )V~Q 5 [eHtV^, 2 ^>(w50pmole©^i5y^^ V -MBClHVSlS. t>'M 
BClHVRlSriO;^ 11 b ^it^ ^ 30@ff o /c. PCRScC J: D J8B LfcDN 
A»fJt£ 4 %Nu Sieve GTG7# D-7.(FMC Bio. Products) fc^JWcT^D — 

421bpS©DNAWtf££^i-S7ytfD-*#&^IR«J, GENECLEANII Kit 
15 (BIOl01)£JBv\ *y h^#O^tltSev>DNAWf^«:IIS!iLfe 0 ffiKU/cDNA 
— JVX'ikm^^ttz^ 10mM Tris-HCl(pH7.4),lmM EDTA^20a1 
Kfc#L/c. ^^tt/cPCR>RjSii^^^BamHIfc c tt>*HindIII-eM'fb-r-5 :i:C 

$r^i-€>y^7s^ K £hMBCHv/pUCl9£ift£U*: 0 
20 (ii) t h^tamcBNA(Dtitb(OHmvm^(Om^ 

t hilbHiVI^^PCRSCJ: U^ffUU/i. flt^T^ -Y V-MBC1HVS2& V 
ig^<Dy-#-|3^J©5'-{l!l£ =i- K1-6ge?'J£/W ^Xl« fioKozak 
n>-t? V-^gfi^Kozak.M,^ J.Mol.Biol. 196,947-950, 1987), Hindlll «=k t>* 
25 EcoRlSSi&SB?'J <k 5 (riStfU^. H®tVf|j§J<CD£<£><Dfti#y^ ^-M 

BClHVR2f£ J ^£>3'-{l!l£ =3 — H "T SDNASe^Jt^W 7 U £WXU .B^C 
mmv>VM<DUm £ u - K LApalfc ck t/SmaIiSf^@a^J % J: 9 (IIS If L /c 0 

PCRteTaKaRa Ex Taq(^Mit) £ffiv\ i*^DNA£ LT0.4/* g<DhMBCHv 
/pUCl9£ffiV\ 7"7^7- £ UTMBClHVS2fc N c tt) f MBClHVR2?:^n-? : 'n50 
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pmole. 2.5U©TaKaRa Ex Taq, 0.25mMCDdNTP£ &tf3kflr'eW>fi1giti%L % 
&m L, 94°CHX 1 55°C(IT 1 72°CKX 1 #IW©ffift-!M 9 ^X3 

0I§]?Tofc. PCR&CJ: yJtaU/cDNAWtffe 3 % Nu Sieve GTG T — 
(FMC Bio.Products)$:ffiV>^7^7D-^y;l/m^aCi: U^HSU/c. 

5 456bpS<2DNA^)t £^-TS7;#D--7.tf fc^y , GENECLEANII Kit 
(BIOl01)£ffil\ h^©ftL^tl^v^DNABfJt 3 S:Jl»«U/c. II^U/cDNA 

£x£ J-)VX'^M^^t^ lOmM Tris-HCl(pH7.4),lmM EDTA}#?&20m 
1 KfcjSUfc. #^n^PCRKJ^M^t)?:EcoRIfc > «l:t>'SmaIT'^<ki-^> 3. X 
W8SUfcpUC19H-9-^^ D— — JfiHE^lfcife^U/c. w^UX#^>tl 

10 fc/W K-^#23-57-137-lK**-rS^ tf*H&V«#fc 3— h*"t5atte 
^fc^* U 5*-{PJl(wEcoRIfc itfHindlllBIRE^JRtfKozakE^I, 3'-{MCApaI 
*5 i tfSmalSaiE^J €r^fO "^7 * 5 K £hMBClHv/pUCl9 i: U fc. 

(2)b hlHbffifl^8UDfS&^**-©«f8 

hPMlia^Hli cDNA^ga^J^fc^T. 5 KRVh-PMlf-cDNA% Apalfc J: 
15 tFBamHICT$HtU H»Cffl*'S:^t»DNA»f)i * ISUXU Apalfc X tfBamH 
IXM^bi"-5C y p^U^hMBClHv/pUC19C#AU/c„ d -5 UtfPtb 

t^Zf^T.^ K£hMBClHcDNA/pUCl9i:ift£,U/c„ :©7*7^5 HI±khS!ft 
#23-57-137-l«l^©HjgV««^tJ r llhHmC««CY 5'-3fe«BC:Eco 
RI;i5«fctfHindIIlS1BE7lK 3 , -5fcSKtIBamHI®fllE^J , S:^-5. ^7^5KhMB 
20 ClHcDNA/pUC19C^**lS b SMbHjfi^-S> 3 V" a "©^IS^J J: tTO 

hMBClHcDNA/pUC19 % EcoRIfc «fc tfBamHIX$Hb U , » <b tltz H gE$J % 
£fcDNA»rtf % EcoRIfc <fc tfBamHI-CSft-T 51 'Jiib/cfll^T, 
25 3 KpCOSlC#ALfc. -9lt^l^^thSftWM7'77>$K?:hM 
BClHcDNA/pCOSl Ofc. 

$ c>tCCHOlfflflax*©l§3atwffli>S3fe00y7^5 K£{^-T3/i£>hMBClH 

cDNA/pUCl9& EcoRIfc «k tf BamHIXilHb 1/ . » tl/c H fiSB^U * ^ fcDNAWf 
J^EcoRIfcitnBamHIXrilHfc-f 6^ fcC«fc 'Jiil^M^^^ KpCHOl 
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CIAU:. ^ O lyX%hntzM YWiktfiWn&m.??^^ KSrhMBClHcDN 
A/pCHOli:^^ U/c. 
(3)L$|/w:/'j v YvS^tkomm 

(i) FR1,2/FR3,4/W y KJa^©^^ 

ib> H hMO^«)©M^f l^fto/c. CDR2l?3C*5fBIIS^5SAflII^D 
tflflW&fc*!JJB-f S-fcKioT, FR1 ;&t>*2(£fc bia#£3fc, FR3S0 f 4li7 

^77.5 KMBClL(A)/neo^t>'hMBClL(A)/neo^-10Aig5:10mM Tris-HCl(p 
10 H7.5), lOmM MgCl 2 , ImM DTT, 50mM NaCl, 0.01%(w/v)BSA, Aflll 

Mm) 10U^^W-TSSJS^^?^100iUl^T'37 o CCT 1 BZmffilkLtz. ELlfom 
£ 2 %{ggtl^T^D-7,y;l/T-«^Klb. ^^^^ KMBClL(A)/neo*^628 
2bpCD^f>t(cia:i-^>)fc N <i:t>'l022bp©»f>t(c2i:-r^), ^^^5 HhMBClL(^)/ 
neo*^6282bp©if>Tr(hl^-rS)fcitl f 1022bpO^fK-(h2i:-rS) £ % GENECL 
15 EANII Kit(BIO101)^ffiv^Ty;l/*^lHlJR % flfSLfc. 

HIlRL/cc 1, hi mft& 1 /* gCov^TB AP&SfcfTo/c. DNA&7:n 
J — ^^ckCP^Dn^^AT-atB, 3:^? ^-;W£JgT*@JRLrt:^ 10mM Tris- 
HCl(pH7.4), ImM EDTA^j&lO/U 1(~ ?£M L 

BAPSail/cc 1 ;&tfh 1 BfJt 1 At 1 Htlftlh 2. c 2 Br it 4 a 1 1:1 
20 (4 <, C, , *B§®JM109n>fc°«r> MBJfiC^mglfc L/t. 50/Ug/m 

lTVtf^U >%^*-rS2XYT^2mlT*lgaL, <bQIAprep Spi 

n Plasmid Kit(QIAGEN) ^ffl^ty^^? K£*f$£U/c 0 

iil/c^X? Kfc, lOmM Tris-HCl(pH7.5), lOmM MgCl 2 , ImM DTT, 
ApaLI(Sffijt) 2U, */c(iBamHI(^?BjS)8U, HindIII(^SJg)8U%^Wr 
25 SSJ5&ig-^^20Atl'4'T*37 e C, 1 B$|HliHflS Ufc. c 1 - h 2 **IE U < 5S#S2 *1T ^ 
tl(i, ApaLIT*5560/1246/498bp, BamHI/HindIIIT*7134/269bp<D$Hbl$f>t ifi 

w*t£t: hFRl,2/v<}*FR3,4/W V Kta^Lfl^ n - KTS^m^:? 
£ — 5:h/mMBClL(A)/neoi: L/c. — J5\ hl-c2CD D - <b ;ft& o /cCD 
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7 ^ V &W&<D%^\l h^bffi#L$tV^£^fr:/7>^ KhMBClLa A /pU 
C19, XtfFR3rt©9lffi(KabatO«^tr iST 5 J g£f£^87ft) ©^n^.Vfc 
yD-fi/>Cl^l/cb bSMbffi#LgiV«J£££fr:/7*3 KhMBClLd A 
5 / P UC19££l3ai: btfflWc 

7^7^ HMBC1L(A)/ P UC19, hMBClLaA,/pUC19^t/hMBClLdA./ P UCl 
9<D&10 AtgfclOmM Tris-HCl(pH7.5), lOmM MgCl 2) ImM DTT, 50mM Na 
CI, 0.01%(w/v)BSA, Hindlll 16U, Aflll 4U£ & Rfol&'&'MSO H 

7°C, 1 f&H^HbL/i. 2%i£J|fe^T^7D-xy;UT*«^SjU, ^7 

10 7.^ KMBClL(>l)/pUCl9^<b215bp(c2% ^ * 5 KhMBClLa A / P UC19fc «fc 
O'hMBClLd A / P UC19** 5> ■£ n j e'n3218bp(hal',hdl')©DNAif >tT % GENECLE 
ANII Kit(BIO101) 5 S:ffiv^Ty;W* i f>lH|IR, *&SSL/c. 

hal\ hdl'^fin fc^n^tl^'SrtfCililgU *fl§®JM1093>fc*^> Mffifi& 
twJ^RlEjftUfc. 50Atg/mlT VkT$/U 62XYT*SJfc2mn?*gJiU ffi 

15 #li#;^£>QIAprep Spin Plasmid Kit(QIAGEN) ^ffi^ty^^? K**&SO 
Zftb Z^n^ft^^X $ Fm/hMBClLaX/pUCl9, m/hMBClLd X /pUC 
19 i: L/c 0 

It^tl^yv^^ Km/hMBClLaA/pUC19, m/hMBCILd A / P UC19£ EcoRI 
-CiBflsUfc. ^tl-? : 'tl743bptDDNA^f>t £ 2 %ISM7^D-^y;K'fM 
20 W)Ltz'&. GENECLEANII Kit(BIO101)£ ffl V>T tf))/frb @1R, JRSSU 10m 
M Tris-HCl(pH7.4), ImM EDTA?§^20M ICigB? 1/ tz B 

&DNA$fJt 4 /x 1 £fuj&OBAPMJll//cHEF^#-- 1 At 1 CII51/, *B§ 
SJM1093>t^> MSlflSCilteiL/fe. 50Ag/ml7>^>U >£-£Wl-£2 
XYT*g%2mlT**g^U 0#®#^ibQIAprep Spin Plasmid Kit(QIAGEN)* 
25 ffl^T^^^^ 

mmVtz&Zf?**. H 20mM Tris-HCl(pH8.5), lOmM MgCl 2 , ImM D 
TT, lOOmM KC1, HindIII(^MSa)8U, PvuI(^M3t)2U ! S:^W'tSSJS&S-&^2 
OAt 1 ^T*37 t, C(CT 1 ^rram-fkUfe. Wf^* s iEOv^^fil^#|rA$nTv^n«5104 
/2195bp, ^IfijCflrA$tLTV>n«4378/2926bp©^b»fit*^bSC:i:«k 
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Y (Omm. £ fro tz e Zftb fc-en-^ftv^FRl^/t: hFR3,4^-f 7 
U V KJn#L0l£ H-K-r€>^^^^^-%m/hMBClLaX/neo. m/hMBClLd 
A /neo U /^c. 
(ii)F Rl/FR2/W^'Jy KSt#£>f£I& 
5 CDRlrt(w*SSnaBI§JBfffiffi 5 S:"HJffli'SC:k(wJ:-p , r, PUfi&dFRl tFR2<D 

y^T,^ KMBClL(A)/neo^t>*h/mMBClL(A)/neo©^-10At 10mM Tris- 
HCl(pH7.9), lOmM MgCl 2> ImM DTT, 50mM NaCl, 0.01%(w/v)BSA, Sna 

10 OmM Tris-HCl(pH8.5), lOmM MgCl 2 , ImM DTT, lOOmM KC1, 0.01%(w/v) 
BSA, Pvul 6 U^^Wi"^S^M^^50Ml4iT'37 o C(IT 1 «fKML/fe. 

&J&jK%1.5%<£fife£T;tfP— *^;i/T**&ac»l Lfc&, ^^^.^ KMBC1L 
(A)/neo#^4955bp(ml)fc<fc£>"2349bp(m2), ^7*5 Kh/mMBClL( A )/neo*> 
£>4955bp(hml)fc «t I>*2349bp(hm2)<D&DNAl^# &GENECLEANII Kit(BIOl 

15 ODfcfB^Ty^^iblEjlBL flISSU lOmM Tris-HCl(pH7.4), ImM EDTAi§$S 

ml, hmlWf>t l/*l%-t^-€ r tlhm2, m2$fJt4M lfwjfelS U ^C^ffiJMl09 3 > 
Vf-rV hmm^mmmLtz. 50Mg/mlT>t::>y 5 2 XYTJgtf&2ml 

T'igliU ffi&!i#^f>QIAprep Spin Plasmid Kit(QIAGEN) £ V^T ^ 7 7. 
20 5 K4»RUfc. 

»*iL/fe#^7 7.5 lOmM Tris-HCl(pH7.5), lOmM MgCl 2> ImM D 

TT, ApaI(^?B3&)8U. £ tz teApaLI(^?@S£)2U£ 3 fcfoU^WLZQu 14»"C 

37°C(IT 1 H#iaaHfcUfc. 

#BfJt* i jEU<SJe$nTV>nti, Apal-e7304bp, ApaLIT'5560/1246/498b 
25 p(ml-hm2), ApaI"C6538/766bp, ApaLI"t'3535/2025/1246/498bp (hml-m2)£> 

hFRl/-7^7FR2,3,4^W Z?V y VffifcLM* 3— KTSfgm^ #-£hmm 
MBClL(A)/neo, V}*FRl/k: h FR2/-7 ^ 7FR3.4/W y HttftLft?: 
n— K-rS^m^^^-^mhmMBClL(A)/neoi: L/c. 
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(4)t hM{t&L<*Lm<Dm& 

t: hSMb#23-57a37-l#i#L0ifc, PCR^CJ: SCDR-^ 7 «fc 'J 

f^SL/c. t hM#HSU03868(GEN-BANK, Deftos M^.Scand. J. Immuno 
1., 39, 95-103, 1994)&3fc<£>FRl> FR2fc i tfFR3, Mtf C t h #[ftS25755(NB 
5 RF-PDB)**<DFR4%WrS t hSI'fb#23.57-137.lSi#L^ 3 >" a ") 

©fESUDfc&K 6<®CDPCR^-f ^7 — £<£fflL-fc. 

CDR-^5 7-r^ >^7°7^ V— MBClLGPl(@2?Ul : #29)^tJ 5 'MBClLGP3(S2 
30) fcfc-fe >XDNA@e?'J£* U f ltCDR^*77f^ >^*y^-r^-MB 
ClLGP2(ge^J#-^-31)^O r MBClLGP4(gB^J#-^32)(i7 >*"tr VXDNAlB^J % 
10 WU f Utfnftl7 , 7-f V— ©M^{wl5*^21bpOtSMe*J@2^J?:Wi-€>. 
^ £P y 7 <i V - MB C 1LVS 1 (B2 n # 3 3)2fc t>*MB C 1LVR1 (12 #J # ^ 34) fcfc CD R ^ 
5 ^^-Y >^^^-f V— MBClLGPlS.t>'MBClLGP4il^ : eD>>*-$:Wi-§ 0 

CDR-i/^ 7f-f >^y^-r V— MBC1LGPL MBC1LGP2, MBClLGP3fc 
J:t>'MBClLGP4(i^^^tt^°U 7^ 5 Ky^£ ffl I ^T#$tL (Molecular 

15 Cloning:A Laboratory Manual,Sambrook *b ,Cold Spring Harbor Laborator 
y Press,1989), Y h ©Jfitfi tecrush and soakS (Molecular Cloning:A La 
boratory Manual, Sambrook h , Cold Spring Harbor Laboratory Press, 1989) 

■^n^mnmoleCDCDR-^^^T 1 '!' >^'y^-r-?-£ 6 %WJ 
20 7^'J;l/7 5 K^K'^il, SS5©^#$©DNA»f>T*0|^^^>>'J 77^^ 
Ji*R±T'SI^Hjl%Ra**LTfTV\ crush and soak&KT Y)]/frb 0IR L20aU© 
lOmM Tris-HCl(pH7.4), lmMEDTAMCj^® l/c„ 

PCR&, TaKaRa Ex Taq 100m l©£Jfc«^$ftfc±8B©*» 

KSSSiLfcCDR-^ 7 x-f 5 T -MBC1LGPL MBC1LGP2> MBC1 

25 LGP3fectO f MBClLGP4$: j etl- ; e*m/CiK 0.25mM^dNTP, 2.5U£>TaKaRa E 
x Taq«:^tf^T*ai#iS«?R«:ffifflLT94rtCT 1 #KL 55°C 1 7 
2°CCT 14Mffl©iaft^-r^;l/T-5lHlffV\ 3©SlSS^JRiw50pmole©^rapy 
^^-MBClLVSl&C/MBClLVRlSrin*., £ 5>KlRlbi&£-*M 
JGfr£-t±/c e PCRSSKi U*8e.b/cDNAWJT-fc 3%Nu Sieve GTG7^D-7.(F 
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MC Bio.Products) 5 &ffl Wc7^P-^y;W«^tt{C«k iJ^ILfc. 

"421bp:ft©DNA^Jt fc^i"* 7 ^3KU, GENECLEANII Kit 

(BIOl01)£fflV\ *y hWtttOWtljtZ'tt^DNAmfttmMl'tz. *§<b*i*:PCR 
SJCSM-^^J^BamHIfc J: t^HindlllT^l-fbi-S CI £ (I J; »J f|S( U /cpUCl9K ■»*■ 

L/pUCl9£#£ L/i 0 U^U^^e>CDR4©104f4(Kabat<D^^(w < i: 6 7 ^ 7 

•t&fcfiKDigjE??^ V— MBClLGP10R(B2?iJ#^35)£:tS:f|-L. £-J&L/c 0 PC 
RteTaKaRa Taq(SJB3S) 100Ail<D£j£«^^Kj$g!DNAfc L-T0.6M 

10 g©y^^ ^ KhMBCL/pUC19, 7^ -< V- i; LTMBClLVSl&tfMBClLGPl 
0R%-^n^'n50pmole, 2.5U£DTaKaRa Ex Taq(SMii)0.25mMCDdNTP£ & 

tjgi<*T*ffitf<Dmffim*&mLX50vi<D®km*±mLX94°cizT i#m. 55°c 

CTIM 72°CCT 1 ^ra©fiSlf-f ?JVX'30\B\ fritz. PCR?*(I «k U «tt4g 
U/cDNA»fli5:3% Nu Sieve GTG7 # D -;*.(FMC Bio.Products) * JS 

15 7^n-^y^««*«i(c £ y^JiLfc. 

421bpS©DNA«fJi fe^*t-57#D-*Ji fc^flfcl), GENECLEANII Kit 
(BIO101)£fl!V\ #y b^tt©M#fcft^DNAtfJi **ISiLfc. fi^/cPCR 
SJSS^%l%BamHIfc «k O f HindIIIT*?g'fbi-'6 ItCJ: U ii L /c P UCl9C if 

20 M13 Primer M47 9 n" — XtfMIS Primer RV:/ 7 -Y V- V^T^^Sg 

dlllfccfct^BlnlT^i-fbU, 416bp£>»rJ ; r£ 1 % 7 ^7 D — ^ ¥)V%%faWi J: U# 
HtL*:. GENECLEANII Kit(BIO101)£ JB l\ b^tf 0>M;frCfl£^DNA®r 

% L/c. f# f> n/cPCRS JSS^!& £ HindHI «fc tfBlnlT'Mfbl- 
25 J:'JiMU/cy77,^ HCA/ P UC19f:»Al, ^ 7 * ^ KhMBClLa X /pUCl 
9i:^l^„ Z(D7^^ $ KfcEcoRirliHbL, t: hSHbLilS: n- K-fSB2?!J 
fc^fcE^lfcT^;*^ KpCOSlC^AL, EFlaynt-^-©T?l(:iihi 
4bL®|£>l§f1#}=i K>^it5J:o(:l/; 0 3 -5 L Tf# h fttz 7 =y 7. ^ KfehM 
BClLaA/pCOSlt^^ L/c. M V SHb L 3 >" a "(Dt&m&] 
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>*3 >" b " !:PCRSf: i 6 ^11 A ^ i ^ t S I /c„ >*3 >"b"X* 
(*43<fc(Kabat©&£i::«ka7S y»#^43&) © ^ U f > £ 7U V > 49{& 
5 (KabattD«^{w«t67 5 y®KS^-49ffi) © 'J */ > £ 7 7 *7 =¥' >|i:|St 5 

ClLVSlK ct U 7°7 7 5 HhMBClLaA/pUC19%»M i: UTPCR£ff V\ # *b 
tl/cDNA^fJt SrBamHIfcJ: tfHindlllX'^Hb U pUClS^BamHI, HindlllSP 
ffiC-^y^D-->^Ufe. %SK?yft£&. flJ&#!RHindIIIfcJ:tfAmi-OM 
10 >fbU Hindlllfc i: tfAflllXimb U ZchMBClLa X /pUC19 il Mfta L /c 0 

d O 1X11^^:^77^ K^hMBClLbA/pUC19i: U ZCDZ?? 7 5 K £E 
coRIX'^MbU t: h3HbL&£ 3- K-rSDNAfe^frBfJtS: ^7 5 KpCOSl 

Zo Lxnhtltz?? 7 5 K£hMBClLb;i/pCOSl£ift£i L/c„ 
15 7^-i/'3>"c»?:PCRS(:J:l)fI#A?:i^t^l/fe„ 3 >» c "X* 

(£84ffi(Kabat©*j!£fw S fc37 5 ^ I*#-*t80{&) ®"t V >^^0 U 
J: 5 fclRtH/fc. ^11^7^ v-MBClLGP6S(@e?U#-^37)i: 77-f V— M13 
Primer RV(;<tU77 7^ KhMBClLa X / P UC19£ m^L £ U XPCR£ V\ 
% h tl/cDNAlfii £ BamHIfc J: tfHindHIX'M'fb U BamHIfc J: tf'HindHIX* 
20 ?mb-r<5c:£(r J: Us^^U/cpUCl9(I^y^ D-^>^L/c 0 

i^*i5^Ji*^m, ^JPS^BstPIfc^^AorSlHIT'^'fbU, BstPIfc J: t>'Aor5 
lHIT*^'fbL7chMBClLaA/pUC19i:m^L/i 0 :9btH^n/c7775 Kfc 
hMBClLcA/ p UC19i: :©777. 5 K £$!lfi&g£f!IEcoRI?tHb U fcbSHbL 
®l£ K-rSSB^J^^Oie^J^-Z^Ts^ KpCOSl^EcoRIgPftCI^AU EF1 
25 a7D€-^-©"FiSi:t h%l4tLm<Dmi&^ F > Steffi «fc -5 C L/c 0 d -5 
1X^^^77 7,5 H % hMBClLc * /pCO S 1 £: fft £ L /c. 
/<-^3>»d" . "e" &t>*"f" £PCR&KJ:6^^A£ffl^X{lPigU*:. 
— ->*3 tiJIgti" a" , "b" , "c" — ^>*3 >CD9lfi(KabatcD^^C J: 
§75 yB*##87&) Of DS/>^^yD^i/>c^lts J: ? Ci&ff-L/c. 
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^IJI^'f V-MBC1LGP11R(I2^iJ#-^38)^ V-M-Sl (ie?'J#-^4 

4) i:<t U ^^'^hMBClLaA/pCOSl, hMBClLb A. /pCOSl, hMBClLcA/p 
COSl^^Mi: UTPCR£*tV\ f#^n/cDNA^fJt^BamHIfc J:t>'HindIIIT'M 
fbU BamHIfci O f HindIII-U^'fbi-^ C t (I cfc U U /cpUCl9(w ^ C D 
5 -n>^*U/c. J&gI2?iJ&;£^ Hindlllfccfc^'BlnlT'^YbL. Hindlllfc J: t/B 
lnrOiBftl" S w i: <t U iSl/: C A / P UC19 tligbfc. 

:Ht|#f)n/cy7^5 K^Jii{'hMBClLdA/pUC19, hMBClLeA/pUCl 
9, hMBClLfA/ P UC19h Ltz, Z (D zf? 7. ^ K £EcoRI$Hb U t: VW.it 
L$I%n- K-r^SBM^^-^ie^J^yv^^ KpCOSl<£>EcoRlgP&fl#AU E 
10 Fla^D^-^-CT^Cb h^^bLilop^^n K>^*&g-t3 i o (; 

C ? Lxmbftlt?? TsS. H^^n-^'tl/llChMBClLdA/pCOSl, hMBClLe A 
/pCOSl, hMBClLfA/pCOSl^ift^U/c. 

$>H >il t,ll@(I"a" , "d" ^->>* 3 >©36& (Rabat© *15£CJ;&7^ 7 ®£#-5§- 

15 36&) ot:^^^>^^D^>(-^3g-r^» cfc-p^isff-L/c. ^mic/^-r 

MBClLGP9R(lS^J#-§-39)fc > ctt) f Ml3 Primer RV& -Y "7-— £ Utffl^T, 
hMBClLa A / P UC19 LTPCR£f?V\ f#<b*l/cPCRM£M13 Prime 

r M4 ; &y^-1' V— £ ^^^^ KhMBClLaA/pUCl9££#M£ It 

2 <bC:PCR£fTo/c 0 f§f>tl^DNA»f)t^HindIII^J;tfBlnIT*M'fbL/, Hindi 

20 II£cfct>'BlnI-C$Hb-tS.r ^t*ISl/c^7X^ KCA/pUCl9{:t^^D- 
->^'L^. ZOZf^Ts ^ Ytmmt It, ^^-f V-MBC1LGP13R(S2^'J# 
-^O^MBClLVSl^y^T-i: L/cPCR^tf o/c e # ^ n/cPCR^f K £ Apa 
IfectO'HindllT'^^bL, ApaIfecfct>*HindIIIT'?'i'fbU/cy^^^ KhMBClLa 
A/pUC^fci^hMBClLdl/pUCig^^AL/c. J&«ie?!J £ U lEU^Ig 

25 ?ij?:^7 , 7^5 K^)iI(lhMBClLg^/pUC19fc % =fc tfhMBClLh A / P UC19£ U 

v^mmmmEcoRrmitL, \l hSHbLgg£:i-K-t<5s^j£ 

^timq*??*^ KpCOSlcDEcoRIglH&KaSAU EF1 a "f D -cDTftt 

K £ ■tn-ftljg (ihMBClLg A /pCOSl *5 J: tfhMBClLh A. /pCOSl £ U /c. 

47 



WO 01/02010 



PCT/JP00/04413 



A — i/3>"i n , " j" , "k" , "1" , "m" , "n" fcit>'"o" £PCRi£C 
&'&&mm\*M^~CVf2kUtz. ^^l^y^i' x'-MBClLGP14S(S2JU#^41) 
ZZf^-f V-VlRV(X)(S23? l J#^-43)(w e fc 0^775 KhMBClLaA/pUC19£S# 
Si: UTPCRMt^, ^;ft/cDNA^)t £ApaIfc itmnlT'^bU Apalfci 
5 t>'BlnI"C*ri'fb-rS d fcKJ: fJiilfc^7^5 KhMBClLg A /pUC19C-9" 7 9 

d — >ZmtRLtz. Z o LXmhftfz??*^ KSrhMBClLxl/p 
UCl9(x=i, j, k, 1, m, n, o) £ U, d (D Zf? 7, ^ K £ EcoRIffHfc 
U H hMLi% n- K-f5SB#lfc*t?K#l«:77*$ KpCOSl©EcoRlSP 

i9Cl/c ( d 5 ITH^tl/^^T- 5 KfchMBClLxA/pCOSl (x = i , j, 
k, 1, m, n, o) ttir&Ltz. A—>*3>"j" , "1" , "m" *J«fct>*"o" 
©i^aSB^J (MtS75yi$:tt 4 ) £ ^ tl^niB^J#-^67, 68, 69, 70K 
^1". Ctv^)CO#/^-^3 >COT^ J ^Be^J 5 & j etl-?*niE^J#-^48, 49, 

15 50, 5l£a*"f. 

A* — ^3>"p" , "q" , "r" , "s" fcj:t>'"t" li, — t/3~y n i" , " j 

, "m" , "l" */cii"o" © 7 ^ KE?!I ©87ffio^ n ^> y % >f y n >f 
CSiUfe^-^a >-C&0, FR3rtC*S#JI&»^Aor51MI«lfr&<fcfc#JJl 
UT, ^3>"h" — ^3 >" i " , "j" , "m" , "1" £fct£"o" 

20 i: o 3 d£ Hi ij^l/ct©t'*6. T 561^7^5 h'h 

MBClLxA/pCOSl (x=i, j , m, 1, o ) 4 1 , CDR3Mt>'CFR3CD— SPS. 
inFR4£^frAor51HI^Jt514bp£l&£\ ::i:W77? KhMBClLh A /p 
COSl^, CDR3Mt>*(^FR30 — SP^Lt>*FR4^^0Aor5lHI^fjT-514bp%0^ <* 
; C i f J 9l{i(Kabat©^^^ i675 7S*#-*§-87ft) <£> n > * W V D-f 
25 ^>t^l.J:9{:l^ 0 i£SSB?!J&££fT V\ — 3 >" i " , "j" , "m" 
, "1" iJW'-o" ©91&(Kabat^M^K ££T^ yi*#-St87ft) CD^D->> 
yn-fS/X: X& $ fttz ? P - > £ SliR U , *h£1" 3 K-V 3>** ft? ft 
"p" % "q" , "s" , "r" &&Xf"t? £L. 'i^bfttz-??^^ K£hMBClLx 
A/pCOSl (x = p, q, s, r, t) A-^/3>»q" , »r" , " 
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72, 73, 74(w^"T Q :tlf)©#;Wa >(D7 ^ J M?'J£ ^n^^Sg 

?'J#-*§-52, 53, 54, 55(I^-r„ 

y^^.^ KhMBClLqA/pCOSl^HindHIS i^EcoRIT'^^fbU, Hindlllfe 
5 ctO i 'EcoRI-em'fkL//cy^^^ KpUC19C-9-y^D-^>^*u, ^77.5 KhM 
BClLqA/pUC19^^^L/c 0 
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io ft«p\ Yiif ns/>, Pliyn'Jx k&d^'x vte^y>. D&yx/^ 

&fc\ ffflBy^^^ KhMBClHcDNA/pUCl9^ckt>'hMBClLqA/pUCl9?:^ 
"f £*fl§ffif£Escherichia coli JMl09(hMBClHcDNA/pUCl9)fc J: t>* Escheric 
hia coli JMl09(hMBClLq A /pUCl9) £ IT, X!g&fl5|&£#I^I|i&fl5#f 
15 %fh (0*i«o< lirfl lTSl#3t) (I, ¥/&84£8 £ 1 5SC, E 
scherichia coli JM109 (hMBClHcDNA/pUCl9)(w ot^t fiFERM BP-5629, 
Escherichia coli JM109 (hMBClLq X /pUCl9)(-0 V^"C (iFERM BP-5630£ 
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(5)COS-7iStt^CD h7>77i^^>3> 

5 "T&;b*> Ltl/W ^'J 7 Htafr^-iitt^T'fi, 7* 5* ^ H h MBClHcDN 
A/pCOSl £ h/mMBClL( A )/neo, hMBClHcDNA/pCOSl £ m/hMBClLa X /neo, 
hMBClHcDNA/pCOSl £ m/hMBClLd X /neo, hMBClHcDNA/pCOSl ^ hmm 
MBC1L( X )/neo, £ &hMBClHcDNA/pCOSl t mhmMBClL( X )/neo £ 
<^;b-ti:£. Gene Pulser^g(Bio Rad)^ffl^txl/^ hD/f l/-^>3 

io u cos-TJSffl^npiBt^M^Au/i. pbs(-)4»(' i xwMM/mKDmmmm-em 

fflZ ;ft--CV^COS-7$BJ!&0.8ml(^ ^^^X^ h'DNA 10 ^ g£iQ7U 1,500V, 2 

Y U^V — V* >mm2ftfzM%£$: 2%tf)Ultra Low IgG«> ->Bft jfcJfiL?if (GIBC 
0)&#W-r^DMEM^«^(GIBCO)(C^^L, 10cm*gllllll£ JB<^TC0 2 ~f > 

15 JprL^-i$?-(IT±gaU/i 0 72BfP E B<7>ig*(D*JL i§*±7» £ Jfl<£>, ji^^H^ 
J: ';*fflJM)i£l&*U ELISA<DI#*4C:&U/c 0 

t b^'fk#23-57-137-l^©-M't4^T'(i, 7*77.? KhMBClHcDNA/pC 
OSli:hMBClLxA/pCOSl (x = a~t) m^-f'*t^£>£a<^'« ;bi±£Gene Pul 
ser^S(Bio Rad)£JEv^ fulfil 7~ U y Hfil#:cO»^ £ litltiO^&K <fc U C 

20 OS-7iii:b7>^7x^^3Vl, f#f>;ft^*gm±}i£ELISAK«U/c 0 

cos-7fflflS©m*±m**?>0>/W7y v Ktattifcfctifc hM<bin;#<DM 
ISii, AffiGel Protein A MAPSII#^ b (BioRad) tt ffl V > T , dp y h^#C7)M^ 

(6)ELISA 
25 (i) #t#SU£©i8l5£ 

ffi#»Jg?M£©fc&©ELISA:7>-- b 9 £ ITiHOfc. ELISAffl9 

67X^1/- h(Maxisorp,NUNC)©#?t i g:@ffl'fb^y 7 7— (0.1M NaHC0 3 , 0.0 
2% NaN 3 )T*1 Atg/mlOjftfttwUlSiUfc^^t/it: MgGta#(TAGO)100MTrg| 
fUbU, 200AilCDfBr|R/^y 7 7-(50mM Tris-HCK ImM MgCl 2 , 0.1M Na 
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Ch 0.05% Tween20> 0.02% NaN 3 , 1 %^Ii7^y5 >(BSA), pH7.2) 

v7ay*y?<D'&, /w^j v Kttflcifcttk Ma^fbtt:** /ccos-7 

T&TXdiJPx./c. 1 «IWMtIT-r >^tzlA:- h UPBS-Tween20T*gfe^, T 
5 7**7 7#--fe'ijg^**Jn;fc MgGffi#(TAGO)100Ml£iJD*-*i o 1 B# 

ra^jatlT-r h UPBS-Tween20T'j3fc8K£>m. lmg/ml©SSIjt$t(Sig 

mal04, p--hD7i-/HJ>i ( SIGMA) £#P*., ^ (w405nmt:-©qS^jS 
% x'-Y^nyi^-h U-^-(Bio Rad)T'^Jj^U/c„ 2 > K £ 

L/T, Hu IgGlA Purified(The Binding Site)£fflWc 0 

m96ft7]/~ hcD&K* mmt^y 7 t-t* i fig/mwrnm^mrnvtz^ hpt 

HrP(l-34) 100/ulT'@ffi{kL7t e 200/i lCD5frfR/^ y 7 T — ~Q7~U y ^-1/ 7* (D$t. 

Ct-ry^a^-h LPBS-Tween20T*^#m. 7 V 7 it 7, 7 T $ — if 

MgGM^(TAGO) 100^1^iDA7t 6 ^i&ClT-f >3r^^- h UPBS-T 
ween20-C#fc#©^ 1 mg/ml©SK}§^(Sigmal04, p-^bD7x^ijy 
St SIGMA) £ SPA. lXl~405nmT'(DW.ytm* V-f ^ D^l/- h 'J — (Bio 
20 Rad)T^Jl^U/c 8 

(i) t: MftHf©^« 

25 a >"a"T*+^^C £ £^-f» J^T, khMHi/Wy'ay-a'^tMM 

(iiyW :/'j<y KJrL#£>Stt 

(ii-a) FR1.2/FR3.4/W 7 V y Kffi# 

Lag*$h/mMBClL(A)©JS^ Sttt±±< Bfcfcttfc^ofc**, m/hMBClLa 
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I vMim/hMBClLdA CDit-^te^Tn^ * * 5#23-57-137-li5i# £ IW1^GD££ 

(ii-b) FR1/FR2/W y Kta# 
5 Li^mhmMBClL(^)Of^, 7Stt(i± < 5>ft4*»ofc**, hmmMBCl 
L(;i 7#23-57-137-ltaf*:fclHl^©jig'&?S1t%^b/c. ZfthOffi 

FR1, 2©? *>FRl&t: MHbJ/ttet LTflagfcv^ FR2ft CSlt^ 

(iii) t hs»^mfr©tstt 

"o" , "q" , "r" , "s" , "t" b hSHfcifi#f&4M IU#© 

PTHrPJHr&tlfc^Lfc. 
(8)C HO$iliilft©^ji 
15 b h^Ja#©S^M^«fflJ8a3|* ! &a95ii-S/cat>, iiuiEfim:^^ K£CHO 
«BIS(DXB11)C# A U fc. 

MBClHcDNA/pCHOl £ hMBCILm X /pCOSl £ /c (ihMBClHcDNA/pCHOl £ 
hMBClLq A /pCOSl& -5 l^tehMBClHcDNA/pCHOl i: hMBClLr A /pCOSl© 
20 fi*£*>-t*T% Gene Pulser^M(Bio Rad)^ffiV^T^k^ h D#l/— >3 >C 

ck y CHO*fflfiaciUB#0KSAL^ o *n^n©§£^**-fc*yis#3BPvun? 

J8-CDNA£IhIJRU xl/^ hD/f l/-^3>i:i^/c. PBS(-)tpCUxl0 7 fcfflBS 
/ml©i!ifflBaiiJg"e^$tl-rv>€>CHOiKBia0.8mlC KDNA lOMg 

25 fcjjnA, 1,500V, 25<tF©fti!l(:t^^?:#^/c. £j&twTlO#fffl©lHltS[ 
fl3H©&» 11/^ h D#U — ^>3 >ma$tl/c*BHi& 5 g:10% , 7->l&ElflL?S (GIBC 
0)^An, MEM-aJgj&(GIBCO)lw»iSU 967X^1/- h (Falcon) %ffiV>TC0 2 
^>3r3./<-£-C-Cig|tU*L 0 Jg||l8*&SHK» 10%'7f fl&3SJflim(GIBCO) 
*$ <£t>*500mg/ml£>GENETICIN (G418 Sulfate, GIBCO) ^iP, >J 2 V 
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5 ffi&Ltz&fr<D&fem±mmm(Dmm*&*L. D-7-^h;w:t2%©u 

ltra Low IgG 9 J£ jfiLjf gsiflK VtK?-?U* ^ K «k * 'J * ^ 1/ 

*is K^MEM-aigiiil£fflv^ £?to/c 0 ei3^i>l4BS(:«. 

*±^^Ih|1RL, 0.2MmCD7-Y — (Millipore) (I J: U #fflJ3&J£Jt £ L fc 0 
CHO#fflflg©*g*±?1f:^<b£>t: h^fcSittOifiiSm, POROS^n^-T >A# 7 
10 A (PerSeptive Biosystems) ^i^T, ConSep LC100 (Millipore) f^Tfts 
KftoTf?v\ * *D ygtt © ffj] ^ J: ft # ^ a M ^ ^ T- © 

IBELISA^ K T $J5t U *i . 

M^BS**ROS17/2.8-5*fflfl&£ffl^-Cfif o/c„ "T^*^ ROS17/2.8-5M £ , 1 
0%^J£J£ifil}f (GIBCO^-^OHam'S F-12ig*fe(GIBCO) cpCT. C0 2 -f 
a/<-^-T^iU/c„ ROS17/2.8-5*fflJ3a^96^yW-b(I10 4 M/lOOAil/ 
^-£:Si&<^l BHg*&aU 4mMcDHydrocortisone£lO%^J&J£lfoii ^^t'Ham 1 
20 S F-12±Sft!l(GIBCO)K3£$5-t£o 2 <b K 3 fct^ U 4 B PQjga L- fett. 260m 1© 
Ham'S F-12*g*&(GIBCO)CT?fti£L-. lmM©-f V W-l-^f W>f> 
(IBMX. SIGMA)& <fc ZJ? 10% (D^JfeiJl tfn.m 1 10mMc7>HEPES £ ^fr 80 AUCDHa 
m' s F-12^iJPA, 30^-^37°CT*-r h Ufc. 

25 <felO/zg/ml> 3.3/Ug/mh 1.1 M g/ml& J: t>*0.37 (i g/mlcDSf % 10^g/mL 2/Ctg/ml, 
0.5/ag/mlfc N J:t>*0.01/Ug/mlcD|f, * /c iilO H g/ml 5^g/ml, 1.250 g/mL 0.63 
H g/mlfe £ If 0.31 At g/ml£>3# (I^Pf L % 4ng/ml(' MWi L /cPTHrP(l-34) £ 

^ia#:i:PTHrP(l-34)cT>ii^^80Al^^{:^i}OL/c. 
mWmmZ±.Uijifcm.%.(D4 5t<0 l PTHrP(l-34)©ajgtilng/mli::& 
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5. lO^FIifiCtMll^t. tgm±m*1&X. PBSKT 3 \E\$t&Ltz Ltz 
100Atl£D0.3%l^ig95%^^ J -;WlTMft<DcAMP£&£b1-6. tK^ET 
7^¥V — $ — lZXt&mx.$ S -fr*M%2*t. cAMP EIA kit(CAYMAN CHE 
MICAL'S)^SOEIA^^ > y 7 7-120ial?:^inUcAMP^^t±J^. cAMP EIA ki 
5 t(CAYMAN CHEMICAL'S^tt^&^CtfcoTcAMP*^ U/c 0 -^(Di^, 
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mm 
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: ^T^DNA 


IB?'J#-5§-ii 


. cqfiKDNA 
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1^-13 


: "a J&DNA 




1^-14 


: -a^cDNA 




1^-15 


. I^J&DNA 




1-^-16 


: I^J&DNA 


mm 


1-^-17 


^TJ&DNA 


m^m^ris 


I^J&DNA 



WO 01/02010 



PCT/JP00/04413 





M^19 


"afiXDNA 




F#20 


"afiKDNA 




r#21 


^J&DNA 




^22 


-a^cDNA 




r#23 


IeT^DNA 




r#24 


-n^ScDNA 




r#25 


-a^cDNA 




r#26 : 


-£$DNA 




-£j&DNA 




-a^KDNA 




: 


-n^DNA 




F#30 : 


^j£DNA 




Mt31 : 


"ct^DNA 




f-%32 : 


-&I&DNA 




F-%33 : 


^/&DNA 


IB?'J#-*§-34 : 


-&J5RDNA 




r-Sf 35 : 


-S-J&DNA 


IB?'J1 


r#36 : 


"nJ^DNA 


@2?'JS 


: 


•a^£DNA 




r#38 : 


-^fifcDNA 




r#39 : 


"ra^JcDNA 


@2*Jg 


r#40 : 


l^tfcDNA 


@2?'J##41 : 
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^J&DNA 
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r#44 : 


IeT^DNA 



55 



WO 01/02010 



PCT/JPOO/04413 



56 



WO 01/02010 



PCT/JPOO/04413 



» * © 16 1 

lffi*ft©E!fc#3!| 0 

3 . ®Ri>mW¥ft&M*: KMt^SiM 1 IHm©^#^Jc 

6. H blHbffifl^t: haa-fb#23-57-137-lln:f*s"T?*Sffll#^5iBtt<D3SCS»l. 
15 9. l¥tti*^>HI^^ Kfc^^ttfc©^^^^^!!*:^ 

20 IEic©&#£!h 

1 3. ^g3UE«^nispi:. mm. m?r, ^m^immm^ & ^-cw% 
tstct^sitai 2Mm<D&mMo 
25 i4. gj^^iii^^^ h t j t(D^m^-t(D^^m.m^-^ ! W}M.^^ 

1 5. ittTk^DURt, t#k #s$r\ m.mfc5L&mm.m^±'o'cwtm-tz> & 
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SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Ameliorative agent for low vasopressin concentration 

<130> PH-944-PCT 

<150> JP 11-189322 
<151> 1999-07-02 

<160> 75 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 1 

aaatagccct tgaccaggca 20 

<210> 2 
<211> 38 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 2 

ctggttcggc ccacctctga aggttccaga atcgatag 38 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 4 
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ggatcccggg tcagrggaag gtggraaca 

<210> 5 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 5 

gttttcccag tcacgac 

<210> 6 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 6 

caggaaacag ctatgac 

<210> 7 
<211> 31 
<212> DNA 

<213> Artificial Sequence 



29 



17 



17 
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<220> 

<223> Synthetic DNA 
<400> 7 

gtctaagctt ccaccatgaa acttcgggct c 

<210> 8 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 8 

tgttggatcc ctgcagagac agtgaccaga 

<210> 9 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 9 

gtctgaattc aagcttccac catggggttt gggctg 
<210> 10 



30 



36 
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<211> 41 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 10 

tttcccgggc ccttggtgga ggctgaggag acggtgacca g 41 

<210> 11 
<211> 109 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 11 

gtctgaattc aagcttagta cttggccagc ccaaggccaa ccccacggtc accctgttcc 60 
cgccctcctc tgaggagctc caagccaaca aggccacact agtgtgtct 109 

<210> 12 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 12 

ggtttggtgg tctccactcc cgccttgacg gggctgccat ctgccttcca ggccactgtc 60 
acagctcccg ggtagaagtc actgatcaga cacactagtg tggccttgtt 110 

<210> 13 
<211> 98 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 13 

ggagtggaga ccaccaaacc ctccaaacag agcaacaaca agtacgcggc cagcagctac 60 
ctgagcctga cgcccgagca gtggaagtcc cacagaag 98 

<210> 14 
<211> 106 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 14 

tgttgaattc ttactatgaa cattctgtag gggccactgt cttctccacg gtgctccctt 60 
catgcgtgac ctggcagctg tagcttctgt gggacttcca ctgctc 106 
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<210> 15 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 15 

gtctgaattc aagcttagta cttggccagc ccaaggccaa ccc 43 

<210> 16 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 16 

tgttgaattc ttactatgaa 20 

<210> 17 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 17 

caacaagtac gcggccagca gctacctgag cctgacgcc 39 

<210> 18 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 18 

gtagctgctg gccgcgtact tgttgttgct ctgtttgga 39 

<210> 19 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 19 

gtctgaattc aagcttagtc ctaggtcgaa ctgtggctgc accatc 46 

<210> 20 
<211> 34 
<212> DNA 
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<213> Artificial Sequence 

~ £ -" 

<220> 

<223> Synthetic DNA 
<400> 20 

tgttgaattc ttactaacac tctcccctgt tgaa 

<210> 21 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 21 

gtctaagctt ccaccatggc ctggactcct ctctt 35 

<210> 22 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 22 

tgttgaattc agatctaact acttacctag gacagtgacc ttggtccc 48 
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<210> 23 
<211> 128 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 23 

gtctaagctt ccaccatggg gtttgggctg agctgggttt tcctcgttgc tcttttaaga 60 
ggtgtccagt gtcaggtgca gctggtggag tctgggggag gcgtggtcca gcctgggagg 120 
tccctgag 128 

<210> 24 
<211> 125 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 24 

accattagta gtggtggtag ttacacctac tatccagaca gtgtgaaggg gcgattcacc 60 
atctccagag acaattccaa gaacacgctg tatctgcaaa tgaacagcct gagagctgag 120 
gacac 125 

<210> 25 
<211> 132 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 25 

ctaccaccac tactaatggt tgccacccac tccagcccct tgcctggagc ctggcggacc 60 
caagacatgc catagctact gaaggtgaat ccagaggctg cacaggagag tctcagggac 120 
ctcccaggct gg 132 

<210> 26 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 26 

tgttggatcc ctgaggagac ggtgaccagg gttccctggc cccagtaagc aaagtaagtc 60 
atagtagtct gtctcgcaca gtaatacaca gccgtgtcct cagctctcag 110 

<210> 27 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<400> 27 

gtctaagctt ccaccatggg gtttgggctg 

<210> 28 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 28 

tgttggatcc ctgaggagac ggtgaccagg 

<210> 29 
<211> 133 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 



30 



30 



<400> 29 

acaaagcttc caccatggcc tggactcctc tcttcttctt ctttgttctt cattgctcag 60 
gttctttctc ccagcttgtg ctgactcaat cgccctctgc ctctgcctcc ctgggagcct 120 
cggtcaagct cac 233 
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<210> 30 
<211> 118 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 30 

agcaagatgg aagccacagc acaggtgatg ggattcctga tcgcttctca ggctccagct 60 
ctggggctga gcgctacctc accatctcca gcctccagtc tgaggatgag gctgacta 118 

<210> 31 
<211> 128 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 31 

ctgtggcttc catcttgctt aagtttcatc aagtaccgag ggcccttctc tggctgctgc 60 
tgatgccatt caatggtgta cgtactgtgc tgactactca aggtgcaggt gagcttgacc 120 
gaggctcc 128 

<210> 32 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Synthetic DNA 
<400> 32 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca ccctcacaaa 60 
ttgttcctta attgtatcac ccacaccaca gtaatagtca gcctcatcct caga 1 14 

<210> 33 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 33 

acaaagcttc caccatg 17 

<210> 34 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 



<400> 34 

cttggatccg ggctgacct 
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<210> 35 
<211> 75 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 35 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca cgtacacaaa 60 
ttgttcctta attgt 75 

<210> 36 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 36 

aaaggatcct taagatccat caagtaccga gggggcttct ctg 43 

<210> 37 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Synthetic DNA 
<400> 37 

acaaagctta gcgctacctc accatctcca gcctccagcc tgagga 46 

<210> 38 
<211> 111 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 38 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca cgtacacaaa 60 
ttgttcctta attgtatcac ccacaccaca gatatagtca gcctcatcct c ill 

<210> 39 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 39 

cttctctggc tgctgctgat accattcaat ggtgtacgta ct 42 
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<210> 40 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 40 

cgagggccct tctctggctg ctgctg 26 

<210> 41 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 41 

gagaagggcc ctargtacst gatgrawctt aagca 35 

<210> 42 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 42 

cacgaattca ctatcgattc tggaaccttc agagg 35 

<210> 43 
<211> 18 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Synthetic DNA 
<400> 43 

ggcttggagc tcctcaga 

<210> 44 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 



18 



<400> 44 

gacagtggtt caaagttttt 20 

<210> 45 
<211> 118 
<212> PRT 
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<213> Mus imisculus 
<400> 45 

Gin Leu Val Leu Thr Gin Ser Ser Ser Ala Ser Phe Ser Leu Gly Ala 

15 10 15 

Ser Ala Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Leu Lys Pro Pro Lys Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Asp Arg Tyr Leu Ser He Ser 
65 70 75 80 

Asn He Gin Pro Glu Asp Glu Ala Met Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Val 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> 46 
<211> 118 
<212> PRT 

<213> Mus musculus 
<400> 46 

Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Lys Pro Gly Gly 

15 10 15 

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 
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20 25 30 

Gly Met Ser Trp He Arg Gin Thr Pro Asp Lys Arg Leu Glu Trp Val 

35 40 45 

Ala Thr lie Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 

50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met Phe Tyr Cys 

85 90 95 

Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 

100 105 110 

Leu Val Thr Val Ser Ala 
115 

<210> 47 
<211> 116 
<212> PRT 
<213> Homo sapiens 

<400> 47 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
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65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 HO 

Thr Val Leu Gly 
115 
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<210> 48 
<211> 118 
<212> PRT 
<213> Homo sapiens 



<400> 48 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 HO 

Thr Val Leu Gly Gin Pro 

21/48 



WO 01/02010 



PCT/JP00/04413 



115 



<210> 49 
<211> 118 
<212> PRT 
<213> Homo sapiens 



<400> 49 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr I le Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 



<210> 50 
<211> 118 
<212> PRT 
<213> Homo sapiens 
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<400> 50 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

I le Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr lie Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 HO 

Thr Val Leu Gly Gin Pro 
115 

<210> 51 
<211> 118 
<212> PRT 

<213> Homo sapiens 
<400> 51 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 
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He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr I le Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> 52 
<211> 118 
<212> PRT 
<213> Homo sapiens 

<400> 52 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr lie Ser 
65 70 75 80 
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Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> 53 
<211> 118 
<212> PRT 
<213> Homo sapiens 

<400> 53 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr I le Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 
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<210> 54 
<211> 118 
<212> PRT 

<213> Homo sapiens 
<400> 54 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 HO 

Thr Val Leu Gly Gin Pro 
115 

<210> 55 
<211> 118 
<212> PRT 

<213> Homo sapiens 
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<400> 55 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Tip Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr lie Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 



<210> 56 
<211> 118 
<212> PRT 
<213> Homo sapiens 



<400> 56 

Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin Pro Gly Arg 

15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 

20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
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35 40 45 

Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 

50 55 60 

Lys Gly Arg Phe Thr lie Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

85 90 9 5 

Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 

100 105 HO 

Leu Val Thr Val Ser Ser 
115 



<210> 57 
<211> 411 
<212> DNA 

<213> Mus musculus 



<220> 
<221> CDS 
<222> (1).. (411) 



<220> 

<221> mat_peptide 
<222> (58).. (411) 



<400> 57 

atg aac ttc ggg etc age ttg att ttc ctt gec etc att tta aaa ggt 
Met Asn Phe Gly Leu Ser Leu lie Phe Leu Ala Leu He Leu Lys Gly 
-15 -10 "5 
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144 



192 



gtc cag tgt gag gtg caa ctg gtg gag tct ggg gga gac tta gtg aag 96 
Val Gin Cys Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Lys 

-11 5 10 

cct gga ggg tec ctg aaa etc tec tgt gca gec tct gga ttc act ttc 
Pro Gly Gly Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe 

15 20 25 

agt age tat ggc atg tct tgg att cgc cag act cca gac aag agg ctg 
Ser Ser Tyr Gly Met Ser Trp I le Arg Gin Thr Pro Asp Lys Arg Leu 
30 35 40 45 

gag tgg gtc gca ace att agt agt ggt ggt agt tac ace tac tat cca 240 
Glu Trp Val Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro 

50 55 60 

gac agt gtg aag ggg cga ttc ace ate tec aga gac aat gee aag aac 288 
Asp Ser Val Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn 

65 70 75 

acc eta tac ctg caa atg age agt ctg aag tct gag gac aca gee atg 336 
Thr Leu Tyr Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met 

80 85 90 

ttt tac tgt gca aga cag act act atg act tac ttt get tac tgg ggc 384 
Phe Tyr Cys Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly 

95 100 105 

caa ggg act ctg gtc act gtc tct gca 
Gin Gly Thr Leu Val Thr Val Ser Ala 
110 H5 



411 



<210> 58 
<211> 411 
<212> DNA 

<213> Homo sapiens 
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<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 58 

atg ggg ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt 48 
Met Gly Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 

-15 -10 -5 

gtc cag tgt cag gtg cag ctg gtg gag tct ggg gga ggc gtg gtc cag 96 
Val Gin Cys Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin 

-11 5 10 

cct ggg agg tec ctg aga etc tec tgt gca gec tct gga ttc acc ttc 144 
Pro Gly Arg Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe 

15 20 25 

agt age tat ggc atg tct tgg gtc cgc cag get cca ggc aag ggg ctg 192 
Ser Ser Tyr Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu 
30 35 40 45 

gag tgg gtg gca acc att agt agt ggt ggt agt tac acc tac tat cca 240 
Glu Trp Val Ala Thr I le Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro 

50 55 60 

gac agt gtg aag ggg cga ttc acc ate tec aga gac aat tec aag aac 288 
Asp Ser Val Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn 

65 70 75 

acg ctg tat ctg caa atg aac age ctg aga get gag gac acg get gtg 336 
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Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val 

80 85 90 

tat tac tgt gcg aga cag act act atg act tac ttt get tac tgg ggc 384 
Tyr Tyr Cys Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly 

95 100 105 

cag gga acc ctg gtc acc gtc tec tea 411 
Gin Gly Thr Leu Val Thr Val Ser Ser 
110 115 

<210> 59 

<211> 11 

<212> PRT 

<213> Homo sapiens 

<400> 59 

Lys Ala Ser Gin Asp Val Asn Thr Ala Val Ala 
1 5 10 

<210> 60 

<211> 7 

<212> PRT 

<213> Homo sapiens 

<400> 60 

Ser Ala Ser Asn Arg Tyr Thr 
1 5 

<210> 61 
<211> 9 
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<212> PRT 

<213> Homo sapiens 



<400> 61 

Gin Gin His Tyr Ser Thr Pro Phe Thr 
1 5 



<210> 62 

<211> 5 

<212> PRT 

<213> Homo sapiens 



<400> 62 

Pro Tyr Trp Met Gin 
1 5 



<210> 63 
<211> 16 
<212> PRT 

<213> Homo sapiens 



<400> 63 

Ser I le Phe Gly Asp Gly Asp Thr Arg Tyr Ser Gin Lys Phe Lys Gly 
15 10 15 



<210> 64 

<211> 11 

<212> PRT 

<213> Homo sapiens 
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<400> 64 

Gly Leu Arg Arg Gly Gly Tyr Tyr Phe Asp Tyr 
1 5 10 

<210> 65 
<211> 411 
<212> DNA 
<213> Mus rausculus 

<220> 
<221> CDS 
<222> CD.. (411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 65 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec caa ctt gtg etc act cag tea tct tea gcc tct ttc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Ser Ser Ala Ser Phe Ser 

-11 5 10 

ctg gga gcc tea gca aaa etc acg tgc ace ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Ala Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag caa cag cca etc aag cct cct aag 192 
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Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Leu Lys Pro Pro Lys 
30 35 40 45 

tat gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tct gga tec age tct ggt get gat cgc tac ctt 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Asp Arg Tyr Leu 

65 70 75 

age att tec aac ate cag cca gaa gat gaa gca atg tac ate tgt ggt 336 
Ser He Ser Asn He Gin Pro Glu Asp Glu Ala Met Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tat gtt ttc ggc ggt ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aag gtc act gtc eta ggt cag ccc 411 
Thr Lys Val Thr Val Leu Gly Gin Pro 
110 115 

<210> 66 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1)..(411) 



<220> 

<221> mat_peptide 
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<222> (58).. (411) 
<400> 66 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc acc tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg cat cag cag cag cca gag aag ggc cct egg 192 
Thr Tyr Thr He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac ttg atg aaa ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Leu Met Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggt cag ccc 41 1 

Thr Lys Leu Thr Val Leu Gly Gin Pro 
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110 115 

<210> 67 
<211> 411 
<212> DNA 

<213> Homo sapiens 



<220> 
<221> CDS 
<222> (1)..(411) 



<220> 

<221> mat_peptide 
<222> (58).. (411) 



<400> 67 

atg gcc tgg act cct etc ttc tic ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc acc tgc ace ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 
Thr Tyr Thr lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

tac ctg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
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Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
I le Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr lie Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 68 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> CD- . (411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 68 
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atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc acc tgc ace ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 
Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
I le Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 69 
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<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 69 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc acc tgc ace ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct agg 192 
Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac ctg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
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He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 70 
<211> 411 
<212> DNA 

<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1)..(411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 70 

atg gec tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 
-15 -10 -5 
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tct ttc tec cag ctt gtg ctg act caa teg ccc tct gee tct gec tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gec teg gtc aag etc ace tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct agg 192 
Thr Tyr Thr He Glu Tip Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 71 
<211> 411 
<212> DNA 
<213> Homo sapiens 
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<220> 
<221> CDS 
<222> (1)..(411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 71 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Tip Thr Pro Leu Phe Phe Phe Fhe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc ace tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 
Thr Tyr Thr He Glu Tip Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

tac ctg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
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Thr lie Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 
Val Gly Asp Thr I le Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 72 

<211> 411 

<212> DNA 

<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 72 

atg gec tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 

Met Ala Tip Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gee tct gee tec 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 
-11 5 10 
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ctg gga gcc teg gtc aag etc ace tgc ace ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac ace att gaa tgg tat cag cag cag cca gag aag ggc cct agg 192 
Thr Tyr Thr He Glu Tip Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac ctg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

ace ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

ace aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 73 
<211> 411 
<212> DNA 

<213> Homo sapiens 

<220> 
<221> CDS 
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<222> (1). . (411) 
<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 73 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Tip Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc ace tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 
Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
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Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 74 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> CD.. (411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 74 

atg gec tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gee tct gec tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gec teg gtc aag etc acc tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 
15 20 25 
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acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct agg 192 
Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
lie Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 75 

<211> 34 

<212> PRT 

<213> Homo sapiens 



<400> 75 

Ala Val Ser Glu His Gin Leu Leu His Asp Lys Gly Lys Ser He Gin 

15 10 15 

Asp Leu Arg Arg Arg Phe Phe Leu His His Leu He Ala Glu He His 
20 25 30 
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Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 
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Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
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1. With regard to the elements of the international application:* 
^ the international application as originally filed 
1 1 the description: 
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pages — — 
pages — _ 



, as originally filed 



I 1 the claims: 
pages 
pages 

pages 

pages 
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LJ the language of publication of the international application (under Rule 48.3(b)) 
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| 3 - in the international application, the international 

D contained in the international application in written form. 

LJ filed together with the international application in computer readable form. 

LJ furnished subsequently to this Authority in written form. 

LJ furnished subsequently to this Authority in computer readable form 

^ ^r^Z^^^^r^ **~ *" « - «" Closure in the 

D ^tSe n i that inf0rmati ° n reC ° rded in C ° mpUter readab,e f °™ is ^ <° *e written sequence listing has 

The amendments have resulted in the cancellation of 

□ the description, pages 

□ the claims, Nos. 

□ the drawings, sheets/fig __ 



\**Any replacement sheet containing such amendments must be referred to under item / and anne X ed to this report. 
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the entire international application. 
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because: 



| [ the said international application, or the said claims Nos 

L-> relate to the following subject matter which does not require an internati onal preliminary examination (specify): 



the description claims or drawings (indicate particular elements below) or said claims Nos 
are so unclear that no meaningful opinion could be formed (specify): 



The description of a substance capable of inhibiting the binding between a parathyroid hormone- 
associated peptide and its receptor" and "an antagonist against a parathyroid hormone-associated peptide 
receptor does not allow a person skilled in the art to sufficiently understand what substances are 
included in these substances. So, a significant international preliminary examination cannot be made 
except for the matters particularly disclosed in the specification of the present application 



□ the claims, or said claims Nos. 
by the description that no meaningful opinion could be formed. 



no international search report has been established for said claims Nos. 



. are so inadequately supported 
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Explanation 
Claims 1-15 

Document 1 describes that anti-PTHrP humanized #23-57 117 i ant \h„A • 
ameliorating symptoms caused by malignant tumors such hvHr^ ^ ' S 35 " 3gent for 

matters of claims 1 - 1 5 do not appear to bf novel hydrod.ps.a and emes.s. So, the subject 

Claims 1-15 

Document 2 describes an anti-PTHrP monoclonal antibody 

» ^-tc^ssss; compound inhibi,in8 ,he bindi " s b <— ™« ^ 
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So. the subject matters of claims 1-15 do not appear to involve an inventive step. 
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BUDAPEST TREATY ON THE INTERNATIO- 
NAL RECOGNITION OF THE DEPOSIT OF 
MICROORGANISMS FOR THE PURPOSES OF 
PATENT PROCEDURE 

RECEIPT IN THE CASE OF AN ORIGINAL DEPOSIT 

issued pursuant to Rule 7.1 by the 
INTERNATIONAL DEPOSITARY AUTHORITY 
identified at the bottom of this page. 



TO DEPOSITOR: 
Name: 

Address: 



Chugai Seiyaku Kabushiki Kaisha 

Representative: Osamu Nagayama 
5-1, Ukima 5-chome, Kita-ku, Tokyo 115 



I . IDENTIFICATION OF MICROORGANISM 



Identification Reference Given by the Depositor; 
Escherichia coli JM109 (MBC1L24) 



Accession Number: 
FERM BP-5627 



H • A SCIENTIFIC DESCRIPTION AND/OR PROPOSED TAXONOMIC POSITION 



The microorganism identified under I above was accompanied 
by a document stating the following item(s). 

- ■ A Scientific Property 
■ Taxonomic Position 



IK . RECEIPT AND ACCEPTANCE 



iri^i 3 ^ nte f nation f I Depositary Authority accepts the microorganism 
identified under I above, which was received on August 15, 1996. 

(date of the original deposit) 



IV . RECEIPT OF REQUEST FOR TRANSFER 



nn^^l^*™^ 10 ™ 1 De P° sitar y Authority received the microorganism 

rec^ved on" " (dat * ° f the ° riginal de P° sit) < * nd 

SISIiTf \ \u , ' a re( 3 uest for transfer from the original 

deposit to the deposit under the Budapest treaty. 



V • INTERNATIONAL DEPOSITARY AUTHORITY 



Name: National Institute of Bioscience and Human-Technology 
Agency of Industrial Science and Technology 

Representative : Michio Ohishi ( sealed ) 
Ph. D., DIRECTOR GENERAL. 

Address: 1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki-ken, 305 Japan 
Date: August 15, 1996 
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BUDAPEST TREATY ON THE INTERNATIO- 
NAL RECOGNITION OF THE DEPOSIT OF 
MICROORGANISMS FOR THE PURPOSES OF 
PATENT PROCEDURE 

RECEIPT IN THE CASE OF AN ORIGINAL DEPOSIT 

issued pursuant to Rule 7.1 by the 
INTERNATIONAL DEPOSITARY AUTHORITY 
identified at the bottom of this page. 



TO DEPOSITOR: 
Name: 

Address : 



Chugai Seiyaku Kabushiki Kaisha 

Representative: Osamu Nagayama 
5-1, Ukima 5-chome, Kita-ku, Tokyo 115 



I . IDENTIFICATION OF MICROORGANISM 



Identification Reference Given by the Depositor: 
Escherichia coli JM109 (MBC1H04) 



Accession Number: 
FERM BP-5628 



H . A SCIENTIFIC DESCRIPTION AND/ OR PR OPOSED TAXONOMIC POSITION 

The microorganism identified under I above was accompanied 
by a document stating the following item(s). 

■ A Scientific Property 

■ Taxonomic Position 

IK • RECEIPT AND ACCEPTANCE ^ 

This International Depositary Authority accepts the microorganism 
identified under I above* which wes received en ^ 1 g^j*& 0 . it) 

IV . RECEIPT OF REQUEST FOR TRANSFER 

This International Depositary Authority received the microorganism 
under I above on (date of the original deposit , and 

received on , a request for transfer from the original 

deposit to the deposit under the Budapest treaty. 



V . INTERNATIONAL DEPOSITARY AUTHORITY 



Name: National Institute of Bioscience and Human-Technology 
Agency of Industrial Science and Technology 

Representative : Michio Ohishi ( sealed ) 
Ph. D., DIRECTOR GENERAL. 

Address: 1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki-ken, 305 Japan 

Date: August 15, 1996 
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BUDAPEST TREATY ON THE INTERNATIO- 
NAL RECOGNITION OF THE DEPOSIT OF 
MICROORGANISMS FOR THE PURPOSES OF 
PATENT PROCEDURE 

RECEIPT IN THE CASE OF AN ORIGINAL DEPOSIT 

issued pursuant to Rule 7.1 by the 
INTERNATIONAL DEPOSITARY AUTHORITY 
identified at the bottom of this page. 



TO DEPOSITOR: 
Name : 

Address : 



Chugai Seiyaku Kabushiki Kaisha 

Representative: Osamu Nagayama 
5-1, Ukima 5-chome, Kita-ku, Tokyo 115 



I . IDENTIFICATION OF MICROORGANISM 



Identification Reference Given by the Depositor 
Escherichia coli JM109 (hMBC!HcDNA/pUC19 ) 



Accession Number: 
FERM BP-5629 



H . A SCIENTIFIC DESCRIPTION AND/OR PROPOSED TAXONOMIC POSITION 



The microorganism identified under I above was accompanied 
by a document stating the f ollowing item( s ) . 

■ A Scientific Property 
if Taxonomic Position 



HI . RECEIPT AND ACCEPTANCE 

This International Depositary Authority accepts the microorganism 
identified under I above, which was received on August 15, 1996. 

(date of the original deposit) 



IV . RECEIPT OF REQUEST FOR TRANSFER 

This International Depositary Authority received the microorganism 
under I above on (date of the original deposit), and 

received on , a request for transfer from the original 

deposit to the deposit under the Budapest treaty. 



V ■ INTERNATIONAL DEPOSITARY AUTHORITY 



Name: National Institute of Bioscience and Human-Technology 
Agency of Industrial Science and Technology 

Representative: Michio Ohishi ( sealed ) 
Ph . D . , DIRECTOR GENERAL . 

Address: 1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki-ken, 305 Japan 



Date: August 15, 1996 
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NAL RECOGNITION OF THE DEPOSIT OF 
MICROORGANISMS FOR THE PURPOSES OF 
PATENT PROCEDURE 

RECEIPT IN THE CASE OF AN ORIGINAL DEPOSIT 

issued pursuant to Rule 7,1 by the 
INTERNATIONAL DEPOSITARY AUTHORITY 
identified at the bottom of this page. 



TO DEPOSITOR: 
Name : 

Address: 



Chugai Seiyaku Kabushiki Kaisha 

Representative: Osamu Nagayama 
5-1, Ukima 5-chome, Kita-ku, Tokyo 115 



I . IDENTIFICATION OF MICROORGANISM 



Identification Reference Given by the Depositor; 
Escherichia coli JM109 ( hMBClLq A /pUC19) 



Accession Number: 
FERM BP-5630 



H . A SCIENTIFIC DESCRIPTION AND/OR PROPOSED TAXONOMIC POSITION 



The microorganism identified under I above was accompanied 
by a document stating the following item(s). 

■ A Scientific Property 
H Taxonomic Position 



HI . RECEIPT AND ACCEPTANCE 



This International Depositary Authority accepts the microorganism 
identified under I above, which was received on August 15, 1996. 

(date of the original deposit) 



IV . RECEIPT OF REQUEST FOR TRANSFER 



This International Depositary Authority received the microorganism 
under I above on (date of the original deposit), and 

received on . , a request for transfer from the original 

deposit to the deposit under the Budapest treaty. 



V • INTERNATIONAL DEPOSITARY AUTHORITY 



Name: National Institute of Bioscience and Human-Technology 
Agency of Industrial Science and Technology 

Representative : Michio Ohishi ( sealed ) 
Ph. D., DIRECTOR GENERAL. 

Address: 1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki-ken, 305 Japan 



Date: August 15, 1996 



INTERNAT I L M 



& T £ 



irf A rii T TREATY ° N THE INTERNATIO- 
NAL RECOGNITION OF THE DEPOSIT OF 
MICROORGANISMS FOR THE PURPOSES OF 
r*TENT PROCEDURE 

DEPOSIT IN ™ E CASE ° F AN ° RIGIN AL 

issued pursuant to Rule 7. I by the 

INTERNATIONAL DEPOSITARY AUTHORITY 

identified at the bott 
Page. 



om of this 



115 

3CjRfHfcEi?ra 5T15# If 



G 



1. ^.ite^^Tp 




Eseherichi 



c o 1 i JMl 0 9 UMBClL,l/pU 



PUC 1 9) 



2. agsajtg&gaggy^ft g 



FERM BP- 5 6 3 0 




*BK#KgJ|||* % Jpfig 8 -d p 8^15 



Q. 





National I n-sr r rt-ii cSP-A!.*^ n 

Agen fe,S.^ n zf'^ rial Science and Techno. 



M i c h i 6 jOz-i-T h i V:;p3i ! b 



chno 1 on 
o g y 



DIRECTOR GENERAL. 



! " 3 ' Higashi 1 chom 



^ ^ 1 T § 153^. ( 

e Tsakuba-shi Ibaraki— ken 
3 0 5. JAPAN. 



3 0 5 ) 



8^ (1 9 9 6) 8^1 5B 



INTERNATIONAL FORM 



ranslation ) 



BUDAPEST TREATY ON THE INTERNATIO- 
NAL RECOGNITION OF THE DEPOSIT OF 
MICROORGANISMS FOR THE PURPOSES OF 
PATENT PROCEDURE 

RECEIPT IN THE CASE OF AN ORIGINAL DEPOSIT 

issued pursuant to Rule 7.1 by the 
INTERNATIONAL DEPOSITARY AUTHORITY 
identified at the bottom of this page. 

TO DEPOSITOR: 

Name: Chugai Seiyaku Kabushiki Kaisha 

Representative: Osamu Nagayama 
Address: 5-1, Ukima 5-chome, Kita-ku, Tokyo 115 



I . IDENTIFICATION OF MICROORGANISM 



Identification Reference Given by the Depositor: 
mouse-mouse hybridoma #23-57-137-1 



Accession Number; 
FERM BP-5631 



H . A SCIENTIFIC DESCRIPTION AND/OR PROPOSED TAXONOMIC POSITION 



The microorganism identified under I above was accompanied 
by a document stating the following item(s). 

■ A Scientific Property 

■ Taxonomic Position 



III • RECEIPT AND ACCEPTANCE 



</. J h i S * nte * nationa l Depositary Authority accepts the microorganism 
identified under I above, which was received on August 15, 1996. 
(date of the original deposit) 



IV . RECEIPT OF REQUEST FOR TRANSFER 



nn^^. T J iS u Internati0nal De P° sitar Y Authority received the microorganism 
SceIved a on Ve ° n (date ° f the ^iginal deposit), and 

rtIrSi7f\. \u a ' a re( ? uest for transfer from the original 

deposit to the deposit under the Budapest treaty. 



V - INTERNATIONAL DEPOSITARY AUTHORITY 



Name; National Institute of Bioscience and Human-Technology 
Agency of Industrial Science and Technology 

Representative ; Michio Ohishi ( sealed ) 
Ph. D., DIRECTOR GENERAL. 

Address: 1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki-ken, 305 Japan 
Date: August 15, 1996 
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